This Page Is Inserted by IFW Operations 
and is not a part of the Official Record 

BEST AVAILABLE IMAGES 

Defective images within this document are accurate representations of 
the original documents submitted by the applicant. 

Defects in the images may include (but are not limited to): 

• BLACK BORDERS 

• TEXT CUT OFF AT TOP, BOTTOM OR SIDES 

• FADED TEXT 

• ILLEGIBLE TEXT 

• SKEWED/SLANTED IMAGES 

• COLORED PHOTOS 

• BLACK OR VERY BLACK AND WHITE DARK PHOTOS 

• GRAY SCALE DOCUMENTS 



IMAGES ARE BEST AVAILABLE COPY. 



As rescanning documents will not correct images, 
please do not report the images to the 
Image Problem Mailbox. 



WORLD INTELLECTUAL PROPERTY ORGANIZATION 
International Bureau 




PCT 

INTERNATIONAL APPLICATION PUBLISHED UNDER THE PATENT COOPERATION TREATY (PCT) 



(51) International Patent Classification 6 : 

C12N 15/54, 9/12, A61K 38/45, C07K 
16/40, C12Q 1/68, 1/48, C12N 15/11, 
A61K 31/70 



Al 



(11) International Publication Number: WO 99/01560 

(43) International Publication Date: 14 January 1999 (14.01.99) 



(21) International Application Number: PCT/US98/13835 

(22) International Filing Date: 1 July 1998 (01.07.98) 



(30) Priority Data: 

60/051,410 
60/053,018 
60/053,329 
60/054,642 
60/058,287 



1 July 1997 (01.07.97) US 

21 July 1997 (21.07.97) US 

21 July 1997 (21.07.97) US 

4 August 1997 (04.08.97) US 

9 September 1997 (09.09.97) US 



(71) Applicant (for all designated States except US): CAMBIA 

BIOSYSTEMS LLC [US/US]; Suite 110, 915 - 118th 
Avenue S.E., Bellevue, WA 98005 (US). 

(72) Inventors; and 

(75) Inventors/Applicants (for US only): KILIAN, Andrzej 
[AU/AU]; 42 Campbell Street, Canberra, ACT 2602 (AU). 
BOWTELL, David [AU/AU]; 22 Strathearn Avenue, 
Coburg, VIC 3058 (AU). 

(74) Agents: McMASTERS, David, D. et al.; Seed and Berry LLP, 
6300 Columbia Center, 701 Fifth Avenue, Seattle, WA 
98104-7092 (US). 



(81) Designated States: AL, AM, AT, AU, AZ, BA, BB, BG, BR, 
BY, CA, CH, CN, CU, CZ, DE, DK, EE, ES, FI, GB, GE, 
GH, GM, GW, HU, ID, IL, IS, JP, KE, KG, KP, KR, KZ, 
LC, LK, LR, LS, LT, LU, LV, MD f MG, MK, MN, MW, 
MX, NO, NZ, PL, PT, RO, RU, SD, SE, SG, SI, SK t SL, 
TJ, TM, TO, TT, UA, UG, US, UZ f VN, YU, ZW, ARIPO 
patent (GH, GM, KE, LS, MW, SD, SZ, UG. ZW), Eurasian 
patent (AM, AZ, BY, KG, KZ, MD, RU, TJ, TM), European 
patent (AT, BE, CH, CY, DE, DK, ES, FI, FR, GB, GR ( 
IE, IT, LU, MC, NL, PT, SE), OAPI patent (BF, BJ, CF, 
CG, CI, CM, GA, GN, ML, MR, NE, SN, TD, TG). 



Published 

With international search report. 

Before the expiration of the time limit for amending the 
claims and to be republished in the event of the receipt of 
amendments. 



(54) Title: VERTEBRATE TELOMERASE GENES AND PROTEINS AND USES THEREOF 
(57) Abstract 

Nucleic acid molecules encoding vertebrate telomerase are provided. Gene products, expression vectors and host cells suitable for 
expressing telomerase are also provided. Methods for identifying inhibitors of telomerase activity and inhibitor compositions are disclosed. 



FOR THE PURPOSES OF INFORMATION ONLY 



Codes used to identify States party to the PCT on the front pages of pamphlets publishing international applications under the PCT. 



AL 


Albania 


ES 


Spain 


LS 


Lesotho 


SI 


Slovenia 


AM 


Armenia 


FI 


Finland 


LT 


Lithuania 


SK 


Slovakia 


AT 


Austria 


FR 


France 


LO 


Luxembourg 


SN 


Senegal 


AU 


Australia 


GA 


Gabon 


LV 


Latvia 


sz 


Swaziland 


AZ 


Azerbaijan 


GB 


United Kingdom 


MC 


Monaco 


TD 


Chad 


BA 


Bosnia and Herzegovina 


GE 


Georgia 


MD 


Republic of Moldova 


TG 


Togo 


BB 


Barbados 


GH 


Ghana 


MG 


Madagascar 


TJ 


Tajikistan 


BE 


Belgium 


GN 


Guinea 


MK 


The former Yugoslav 


TM 


Turkmenistan 


BF 


Burkina Faso 


GR 


Greece 




Republic of Macedonia 


TR 


Turkey 


BG 


Bulgaria 


HU 


Hungary 


ML 


Mali 


TT 


Trinidad and Tobago 


BJ 


Benin 


IE 


Ireland 


MN 


Mongolia 


UA 


Ukraine 


BR 


Brazil 


IL 


Israel 


MR 


Mauritania 


UG 


Uganda 


BY 


Belarus 


IS 


Iceland 


MW 


Malawi 


US 


United States of America 


CA 


Canada 


IT 


Italy 


MX 


Mexico 


uz 


Uzbekistan 


CF 


Central African Republic 


JP 


Japan 


NE 


Niger 


VN 


Viet Nam 


CG 


Congo 


KE 


Kenya 


NL 


Netherlands 


YU 


Yugoslavia 


CH 


Switzerland 


KG 


Kyrgyzstan 


NO 


Norway 


zw 


Zimbabwe 


CI 


C6te d' I voire 


KP 


Democratic People's 


NZ 


New Zealand 






CM 


Cameroon 




Republic of Korea 


PL 


Poland 






CN 


China 


KR 


Republic of Korea 


PT 


Portugal 






CU 


Cuba 


KZ 


Kaznkstan 


RO 


Romania 






CZ 


Czech Republic 


LC 


Saint Lucia 


RU 


Russian Federation 






DE 


Germany 


LI 


Liechtenstein 


SD 


Sudan 






DK 


Denmark 


LK 


Sri Lanka 


SE 


Sweden 






EE 


Estonia 


LR 


Liberia 


SG 


Singapore 







WO 99/01560 PCT/US98/13835 



VERTEBRATE TELOMERASE GENES AND PROTEINS 
AND USES THEREOF 

TECHNICAL FIELD 

This invention relates generally to telomerases, and particularly to the 
5 human telomerase gene and protein and uses for diagnostics and therapy. 

BACKGROUND OF THE INVENTION 

Non-circular chromosomes require a specialized mechanism for 
maintaining chromosome ends after each cell division because the polymerases 
responsible for replication of chromosomal DNA are unable to fully replicate linear 
10 DNA molecules, creating an "end replicating problem." To meet this challenge, 
eukaryotic cells depend upon an enzyme, telomerase, to add short, typically G-rich, 
relatively conserved repeats onto chromosomal ends. These repeat structures are 
termed telomeres. 

The presence of telomeres is essential for cell viability. The absence of 

15 even a single telomere leads to cell cycle arrest in yeast, a eukaryotic cell (Sandell and 
Zakian, Cell 75:129, 1993). Telomeres shorten during replication; telomerase restores 
the telomeres. Thus, as expected, telomerase activity is primarily detected in actively 
dividing cells. As such, telomerase activity is constitutive in unicellular organisms and 
is regulated in more complex organisms, relatively abundant in germline and embryonic 

20 tissues and cells as well as tumor cells. In contrast, telomerase activity is difficult to 
detect in normal somatic human tissues. Moreover, rather than cessation of replication 
resulting in decreased telomerase, recent data indicate that telomerase inhibition might 
be one of the critical events in this transition. The seemingly direct correlation of 
telomerase/replication activities have prompted much speculation that inhibitors of 

25 telomerase could be a "universal" cancer therapeutic, effective for essentially all tumor 
types, whereas stimulators of telomerase could overcome the observed natural 
senescence of normal cells. 

Spurred by these models, characterization of telomerase for culmination 
in isolation and cloning of telomerase has been a high priority. The mechanism of 

30 telomere elongation has been shown to center on the G-rich strand of the telomeric 
repeats. This G-rich strand, which extends to the 3' end of the chromosome, is extended 
by telomerase, a ribonucleoprotein, from the RNA component, which acts as a template. 
Various components of this complex have been isolated and cloned. The RNA 



WO 99/01560 PCT/US98/13835 



component of the complex has been isolated and cloned from many different organisms, 
including humans (Feng et al. Science 269: 1236, 1995), mice and other mammalian 
species, Saccharomyces cerevisiae, Tetrahymena, Euplotes, and Oxytricha (see, Singer 
and Gottschling, Science, 266: 404, 1994; Lingner et al. Genes & Develop. 8: 1984, 
5 1994; and Romero and Blackburn, Cell 67: 343, 1994). Protein components have been 
relatively refractory to isolation. Recently, the nucleotide sequences of several protein 
components have been determined (an 80 kD/95 kD dimeric protein from Tetrahymena, 
WO 96/19580; and a 67 kD protein from humans, WO 97/08314). 

The present invention discloses nucleotide and amino acid sequences of 
10 telomerase, uses of these sequences for diagnostics and therapeutic uses, and further 
provides other related advantages. 

SUMMARY OF THE INVENTION 

In one aspect, this invention generally provides isolated nucleic acid 
molecules encoding vertebrate telomerase (including variants thereof). Representative 

15 examples of vertebrates include mammals such as humans, old world monkeys (e.g., 
macaques, chimps, and baboons), dogs, rats, and mice, as well as non-mammalian 
organisms such as birds. In a preferred embodiment, the nucleic acid molecule 
encoding a vertebrate telomerase is provided, wherein the nucleic acid molecule 
comprises the sequence presented in Figure 1, or hybridizes under stringent conditions 

20 to the complement of the sequence presented in Figure 1, provided that the nucleic acid 
molecule is not EST AA281296. 

In other preferred embodiments, the nucleic acid molecule comprises any 
of the sequences presented in Figure 1 1 or encodes any of the amino acid sequences 
presented in Figure 11, or hybridizes under normal stringency conditions to the 

25 complement of the sequences thereof, provided that the nucleic acid molecule is not 
EST AA281296. In other embodiments, the nucleic acid molecule comprises any of the 
sequences presented in Figure 10, or hybridizes under normal stringency conditions to 
the complement of the sequences thereof. 

In another aspect, the invention provides an oligonucleotide comprising 

30 from 10 to 100 contiguous nucleotides from the sequence presented in Figure 1 or its 
complement and from 10 to 1 00 contiguous nucleotides from the sequences presented in 
Figure 10 or the complements thereof. The oligonucleotides may be labeled with a 
detectable label. 

In yet another aspect, an expression vector is provided, comprising a 
35 heterologous promoter operably linked to a nucleic acid molecule of human telomerase. 
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The vector may be selected from the group consisting of bacterial vectors, retroviral 
vectors, adenoviral vectors and yeast vectors. Host cells containing such vectors are 
also provided. 

In another aspect, the invention provides an isolated protein comprising a 
5 human telomerase protein. The protein may comprise the amino acid sequence 
presented in Figure 1 or variant thereof or any of the amino acid sequences presented in 
Figure 1 1 or variant thereof. In a related aspect, the protein is a portion of a human 
telomerase protein, which may derive from the sequences presented in Figures 1 or 1 1. 
In preferred embodiments, the portion is from 10 to 100 amino acids long. 

10 In other aspects, antibodies that specifically binds to human telomerase 

protein or portions are provided. 

In a preferred aspect, an oligonucleotide (e.g., a nucleic acid probe or 
primer) is provided that is capable of specifically hybridizing to a nucleic acid molecule 
encoding a human telomerase under conditions of normal stringency. Within certain 

15 embodiments, the nucleic acid molecule has a detectable label. Within certain 
embodiments, the nucleic acid molecule is selected such that it does not hybridize to 
nucleotides 1624-2012 presented in Figure 1. Within certain embodiments of the 
invention, the nucleic acid probe or primer may differ from a wild-type telomerase 
sequence by one or more nucleotides. 

20 In a related aspect, the invention provides a pair of oligonucleotide 

primers capable of specifically amplifying all or a portion of a nucleic acid molecule 
encoding human telomerase. In specific embodiments, the nucleic acid molecule 
comprises the sequence presented in Figure 1, Figure 11, or complements thereof. In 
preferred embodiments, the pair of primers is capable of specifically amplifying 

25 sequence comprising all or a part of region 1, region a, region p, region 2, region 3 
region X or region Y. In a related aspect, the invention provides an oligonucleotide that 
hybridizes specifically to a nucleic acid sequence in region 1, region a, region p, region 
2, region 3 region X or region Y. 

Methods for diagnosing cancer in a patent are also provided. These 

30 methods comprise preparing tumor cDNA and amplifying the tumor cDNA using 
primers that specifically amplify human telomerase nucleic acid sequence, wherein the 
detection of telomerase nucleic acid sequences is indicative of a diagnosis of cancer. 
The amount of detected sequences may be comared to the amount of amplified 
telomerase sequence to a control, wherein increase telomerase nucleic acid sequences 

35 over the control is indicative of a diagnosis of cancer. 
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In yet another aspect, a method of determining a pattern of telomerase 
RNA expression in cells is provided, comprising preparing cDNA from mRNA isolated 
from the cells, amplifying the cDNA using primers according to claim 35, therefrom 
determining the pattern of telomerase RNA expression. In preferred embodiments, the 
5 method further comprises detecting the amplified product by hybridization with an 
oligonucleotide having all or part of the sequence of region 1, region a, region P, region 
2, region 3 region X or region Y. These methods may be used to diagnose cancer in a 
patient, wherein the pattern is indicative of a diagnosis of cancer. 

The invention also provides non-human transgenic animals whose cells 

10 contain a human telomerase gene that is operably linked to a promoter effective for the 
expression of the gene. In preferred embodiments, the animal is a mouse and the 
promoter is tissue-specific. In a related aspect, the invention provides a mouse whose 
cells have an endogenous telomerase gene disrupted by homologous recombination with 
a nonfunctional telomerase gene, wherein the mouse is unable to express endogenous 

15 telomerase. 

The invention also provides inhibitors of human telomerase activity, as 
well as assays for identifying inhibitors of telomerase activity wherein the inhibitor 
binds to telomerase and is not a nucleoside analogue. The inhibitor may be an antisense 
nucleic acid complementary to human telomerase mRNA, a ribozyme and the like. The 

20 inhibitors may be used to treat cancer. 

Also provided are methods for identifying an effector of telomerase 
activity, comprising the general steps of (a) adding a candidate effector to a mixture of 
telomerase protein, RNA component and template, wherein the telomerase protein is 
encoded by an isolated nucleic acid molecule as described above; (b) detecting 

25 telomerase activity, and (c) comparing the amount of activity in step (b) to the amount 
of activity in a control mixture without candidate effector, therefrom identifying an 
effector. Within further embodiments the effector is an inhibitor. With yet other 
embodiments the the nucleic acid molecule encodes human telomerase. 

These and other aspects of the present invention will become evident 

30 upon reference to the following detailed description and attached drawings. In addition, 
various references are set forth below which describe in more detail certain procedures 
or compositions (e.g., plasmids, etc.), and are therefore incorporated by reference in 
their entirety. 
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BRIEF DESCRIPTION OF THE DRAWINGS 

Figures 1 A-E present a DNA sequence (SEQ ID No: ) and predicted 

amino acid sequence (SEQ ID No: ) of human teloraerase. 

Figure 2 presents an alignment of Euplotes aediculatus pi 23 (SEQ ID 

5 No: ), yeast (EST2) (SEQ ID No: ) and human (HT1) telomerase protein (amino 

acids 29-1132) sequences. Reverse transcriptase motifs are indicated. The region of 
high homology among all three proteins is defined as the Telomerase region. The 
sequences are aligned with ClustalW. 

Figure 3 is a scanned image of a Northern analysis showing that the 

10 telomerase catalytic subunit is expressed in LIM 1215 colon carcinoma cells but not in 
CCD primary fibroblasts. An mRNA of approximately 3.8 kb hybridizes to the hTl 
probe. An additional cross-hybridizing mRNA of higher molecular weight is indicated 
by the top arrowhead. Cross-hybridization to ribosomal RNA present in the polyA + 
RNA preparation is indicated. The same blot is also hybridized to a probe from the 

15 GAPDH gene as a loading control (lower panel). Marker sizes are indicated in kb. 

Figure 4 is a scanned image of a Southern analysis showing that the 
telomerase catalytic subunit is encoded by a single gene and is not amplified in LIM 
1215 cells. Genomic DNA isolated from peripheral human blood and LIM 1215 cell 
line is probed with a hTl probe. The blot also contains dilutions of probe plasmid to 

20 control for the sensitivity of detection. The plasmid is diluted to approximately 10, 5 
and 1 genome equivalents. H, Hind III; E, Eco RI; P, Pst I; X, Xba I; B, Bam HI. 

Figure 5 shows the results of amplification of cDNAs synthesized from 
various tissues. Amplification is performed using primers from the hTl cDNA 
sequence that span an intron in the hTl gene, and the products are blotted and probed 

25 with a radiolabeled oligonucleotide from the hTl sequence. Amplification is also 
performed on the same samples with a pair of primers from the p-actin gene as a 
loading control, a: hTl cDNA control; b: human genomic DNA control; c: no template 
control; d: normal colon RNA; e: normal testis RNA; f: normal lymphocyte RNA; g: 
melanoma RNA (cerebral metastasis); h: melanoma RNA (subcutaneous ankle 

30 metastasis); i: melanoma RNA (liver metastasis); j: melanoma RNA (lung metastasis); 
k: melanoma RNA (axillary lymph node metastasis); 1: melanoma RNA (skin 
metastasis); m: breast carcinoma RNA; n: breast carcinoma RNA; o: breast carcinoma 
RNA; p: breast carcinoma RNA. 

Figure 6 presents results showing hTl expression in pre-crisis cells and 

35 post-crisis cell lines. Upper panel: Nested amplification using primers within the 
original EST. Lower panel: Control RT-PCR using P-actin primers, a: BET-3K passage 
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(p) 7 (pre-crisis); b: BET-3K p32 (post-crisis); c: BFT-3K pl4 (pre-crisis); d: BFT-3K p 
22 (post-crisis); e: BFT-3B pi 5 (pre-crisis); f: BFT-3B p29 (post-crisis); g: GM897 
(ALT); h: IIICF/c (ALT); i: IIICF-T/B1 (ALT); j: No template control. 

Figures 7A-C show some alternative splicing patterns of the hTl 
5 transcript. A, Schematic representation of six splicing variants. B, Combinations of 
some identified RNA variants. C, Sequences of putative exon/intron junctions of RNA 
variants. Variants are marked as in part A. A complete DNA sequence (with protein 

translation) (SEQ ID No: ) of variant 3 is presented. Amino acids corresponding to a 

potential c-Abl/SH3 binding site are underlined. Putative exon/intron junctions are 
10 marked with | and sequence coordinates are as in Figure 1. Putative spliced exons are 
in lower case and putative unspliced introns are in bold. 

Figure 8 shows various splicing patterns of hTl transcript in different 
tumor samples. Nested amplification (14 cycles) is performed using HT2026F and 
HT2482R primers on primary RT-PCR products generated with HT1875F and 
15 HT2781R primers, a: Lung carcinoma; b: Lymphoma; c: Lung carcinoma; d: 
Medulloblastoma; e: Lymphoma; f: Lymphoma; g: T47D; h: Pheochromocytoma; i: 
Lymphoma; j: Glioma; k: Lymphoma; 1: No template control. 

Figure 9 shows the results of amplification on cDNA synthesized from 
LIM 1215 cDNA. As shown, reverse transcriptase motif A is deleted from splicing 
20 variants containing sequence a. Primer combinations are: a, HTM2028F + HT2356R; 
b, HT2026F + HT2482R; c, HTM2028F + HT2482R; d. HT2026F + HT2482R. 

Figures 10A-B present DNA sequences of variant regions of telomerase. 

Figures 11A-W presents DNA and amino acid sequences of exemplary 
variant telomerase proteins. 
25 Figure 12 is a scanned image of a telomerase activity assay. 

Figures 13A-D present a schematic diagram of plasmid pAK128.4 and 
the DNA sequence of the plasmid. 

Figures 14A-E present a schematic diagram of plasmid pAK128.7 and 
the DNA sequence of the plasmid. 
30 Figures 15A-D present a schematic diagram of plasmid pAK128.14 and 

the DNA sequence of the plasmid. 



DETAILED DESCRIPTION OF THE INVENTION 

Prior to setting forth the invention, it may be helpful to an understanding 
thereof to define certain terms used herein. 
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As used herein, "wild-type telomerase" generally refers to a polypeptide 
that enzymatically synthesizes nucleic acid sequences comprising simple repeat 
sequences (e.g., CCCTAA, see Zakian, Science 270: 1601, 1995) to ends of 
chromosomes. The amino acid sequence of one representative wild-type telomerase 

5 from human has been deduced and is presented in Figure 1 (SEQ ID No. ). Within 

the context of this invention, it should be understood that telomerases of this invention 
include not only wild-type protein, but also variants (including alleles) of the wild-type 
protein sequence. Such variants may not necessarily exhibit enzymatic function. 
Briefly, such variants may result from natural polymorphisms, including RNA splice 

10 variants, generated by genetic recombination, or be synthesized by recombinant 
methodology, and moreover, may differ from wild-type protein by one or more amino 
acid substitutions, insertions, deletions, rearrangements or the like. Typically, when the 
result of synthesis, amino acid substitutions are conservative, i.e., substitution of amino 
acids within groups of polar, non-polar, aromatic, charged, etc. amino acids. In the 

15 region of homology to the wild-type sequence in the RTase motif regions variants will 
preferably have at least 90% amino acid sequence identity, and within certain 
embodiments, greater than 92%, 95%, or 97% identity. Outside the RTase motif 
region, variants will preferably have 75% amino acid identity, and within certain 
embodiments, at least 80%, 85%, 90%, 92%, 95% or 97% identity. 

20 As will be appreciated by those skilled in the art, a nucleotide sequence 

encoding telomerase may differ from the wild-type sequence presented in the Figures; 
due to codon degeneracies, nucleotide polymorphisms, or amino acid differences. In 
other embodiments, variants should preferably hybridize to the wild-type nucleotide 
sequence at conditions of normal stringency, which is approximately 25-30°C below 

25 Tm of the native duplex (e.g., 1 M Na+ at 65°C; 5X SSPE, 0.5% SDS, 5X Denhardt's 
solution, at 65°C or equivalent conditions; see generally, Sambrook et al. Molecular 
Cloning: A Laboratory Manual, 2nd ed., Cold Spring Harbor Press, 1987; Ausubel et 
al., Current Protocols in Molecular Biology, Greene Publishing, 1987). Tm for other 
than short oligonucleotides can be calculated by the formula Tm=81.5 + 0.41%(G+C) - 

30 log(Na+). Low stringency hybridizations are performed at conditions approximately 
40°C below Tm, and high stringency hybridizations are performed at conditions 
approximately 10°C below Tm. Variants preferably have at least 75% nucleotide 
identity to wild-type sequence in the RTase motif region, preferably at least 80%, 85%, 
and most preferably at least 90% nucleotide identity. 

35 As used herein, a "promoter" refers to a nucleotide sequence that 

contains elements that direct the transcription of a linked gene. At m i n i m u m , a 
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promoter contains an RNA polymerase binding site. More typically, in eukaryotes, 
promoter sequences contain binding sites for other transcriptional factors that control 
the rate and timing of gene expression. Such sites include TATA box, CAAT box, 
POU box, API binding site, and the like. Promoter regions may also contain enhancer 
5 elements. When a promoter is linked to a gene so as to enable transcription of the gene, 
it is "operatively linked". 

An "isolated nucleic acid molecule" refers to a polynucleotide molecule 
in the form of a separate fragment or as a component of a larger nucleic acid construct, 
that has been separated from its source cell (including the chromosome it normally 
10 resides in) at least once in a substantially pure form. Nucleic acid molecules may be 
comprised of a wide variety of nucleotides, including DNA, RNA, nucleotide 
analogues, or some combination of these. 

I. TELOMERASE, TELOMERASE GENES AND GENE PRODUCTS 

As noted above, the invention provides compositions relating to 

15 vertebrate telomerase genes and gene products, and methods for the use of the genes 
and gene products. Given the disclosure provided herein, a telomerase gene can be 
isolated from a variety of cell types that express telomerase, including immortalized or 
transformed cells. As exemplified herein, a cDNA and variants encoding telomerase 
from human cells are identified, isolated, and characterized. Telomerase protein is then 

20 readily produced by host cells transfected with an expression vector encoding 
telomerase. 

A. Isolation of telomerase gene 

As described herein, the invention provides genes encoding telomerase. 
Within one embodiment of the invention, a gene encoding human telomerase can be 
25 identified by amplification of a cDNA library using a primer pair designed from an EST 
sequence. The EST sequence GenBank Accession No. AA281296, is identified by 
sequence identity and similarity to a Euplotes aediculatus telomerase gene (GenBank 
accession no. U95964; Lingner et al., Science 276: 561, 1997). Sequence comparisons 
between the Euplotes telomerase gene and the EST show approximately 38% amino 
30 acid identity and 59% amino acid similarity. 

Telomerase genes may be isolated from genomic DNA or cDNA. 
Genomic DNA is preferred when the promoter region or other flanking regions are 
desired. Genomic DNA libraries constructed in chromosomal vectors, such as YACs 
(yeast artificial chromosomes), bacteriophage vectors, such as XEMBL3, XgtlO, 
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cosmids, or plasmids, and cDNA libraries constructed in bacteriophage vectors (e.g. 9 \ 
ZAPII), plasmids, or others, are suitable for screening. Such libraries may be 
constructed using methods and techniques known in the art (see Sambrook et al., 
Molecular Cloning: A Laboratory Manual, Cold Spring Harbor Press, 1989) or 
5 purchased from commercial sources (e.g., Clontech, Palo Alto, CA). The DNA may be 
isolated from vertebrate cells, such as human cells, mouse cells, other rodent or primatic 
cells, avian cells, and the like. 

Within one embodiment, the telomerase gene is isolated by amplification 
using cDNA library DNA as templates. Using the reported EST sequence, human 

10 telomerase may be isolated. Briefly, sets of amplification primers are designed based 
upon the EST nucleotide sequence. Examples of such primers are presented in Table 2 
(see also Example 1). Amplification of cDNA libraries made from cells with high 
telomerase activity is preferred. The primers described herein amplify a fragment that 
has a length predicted from the EST sequence from a LIM1215 cDNA library. 

15 LIM1215 is a human colon cancer cell line. Confirmation of the nature of the fragment 
is obtained by DNA sequence analysis. 

DNA fragments encompassing additional sequence are amplified in 
reactions using a primer that hybridizes to vector sequence in conjunction with one of 
the EST primers. By using vector primers from either side of the cloning site in 

20 combination with the EST primers, a 1.6 kb fragment derived from the 3' region of h- 
TEL (human telomerase) and a 0.7 kb fragment derived from the 5* region are isolated. 
These fragments are verified as containing telomerase coding sequence by amplification 
with a pair of primers internal to the EST sequence. The two fragments are cloned into 
pBluescript and subjected to DNA sequence analysis. Additional DNA sequence is 

25 obtained by C-RACE and amplification procedures to obtain the 5 ! end of a cDNA as 
well as by hybridization and isolation of clones from the cDNA library. 

The compiled DNA sequence and predicted amino acid sequence of a 
reference human telomerase are presented in Figure 1. As shown, the coding region of 
the reference telomerase is 3396 bases long and has an approximately 620 base long 3' 

30 untranslated region. The predicted amino acid sequence is 1132 amino acids long and 
may be delineated into four major domains: N-terminal, basic, reverse transcriptase 
(RT) and C-terminal. Furthermore, human telomerase contains regions of homology to 
other telomerases (e.g., from Euplotes and S. pombe) and reverse transcriptases. These 
motifs are identified herein and in Kilian et al. (Human Molecular Genetics, 12; 201 1- 

35 2019, 1997) as domains 1, 2, A, B, C, and D, in Nakamura et al., (Science, 277: 955- 
959) as domains 1, 2, A, B', C, D, and E, and in Meyerson et al. (Cell 90: 785-795, 
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1997) as motifs 1-6. Regardless of the name used, these motifs encompass amino acids 
621-626 (motif 1) and 631-634 (motif 2), 708-720 (motif A), 827-839 (motif B), 863- 
871 (motif C), and 895-902 (motif D). Because the boundaries of these motifs are 
based on similarity and identity with other telomerases, the functional boundary of each 
5 motif may be different. 

In addition, variants of the reference telomerase sequence are obtained 
by amplifications, which are described herein. Their DNA and predicted amino acid 
sequences are presented in Figure 1 1 and discussed in further detail below. Briefly, 
some of these variants encode truncated proteins and others have different C-terminal 

10 sequences. These variants likely result from alternative RNA splicing because 
telomerase appears to be a single copy gene in humans (see Example 2). 

Alternatively, other methods may be used to obtain a nucleic acid 
molecule that encodes telomerase. For example, a nucleic acid molecule encoding 
telomerase may be obtained from an expression library by screening with an antibody 

15 or antibodies reactive to telomerase (see, Sambrook et al. Molecular Cloning: A 
Laboratory Manual, 2nd Ed., Cold Spring Harbor Laboratory Press, NY, 1987; Ausubel 
et al. Current Protocols in Molecular Biology, Greene Publishing Associates and 
Wiley-Interscience, NY, 1995). In another embodiment, nucleic acid molecules 
encoding telomerase may be isolated by hybridization screening of cDNA or genomic 

20 libraries. Oligonucleotides for hybridization screening may be designed based on the 
DNA sequence of human telomerase presented herein. Oligonucleotides for screening 
are typically at least 1 1 bases long and more usually at least 20 or 25 bases long. In one 
embodiment, the oligonucleotide is 20-30 bases long. Such an oligonucleotide may be 
synthesized in an automated fashion. To facilitate detection, the oligonucleotide may be 

25 conveniently labeled, generally at the 5' end, with a reporter molecule, such as a 
radionuclide, (e.g., 32 P), enzymatic label, protein label, fluorescent label, or biotin. A 
library is generally plated as colonies or phage, depending upon the vector, and the 
recombinant DNA is transferred to nylon or nitrocellulose membranes. Hybridization 
conditions are tailored to the length and GC content of the oligonucleotide. Following 

30 denaturation, neutralization, and fixation of the DNA to the membrane, membranes are 
hybridized with labeled probe. Suitable hybridization conditions may be found in 
Sambrook et al., supra, Ausubel et al., supra, and furthermore hybridization solutions 
may contain additives such as tetramethylammonium chloride or other chaotropic 
reagents or hybotropic reagents to increase specificity of hybridization (see for example, 

35 PCT/US97/17413). Following hybridization, suitable detection methods reveal 
hybridizing colonies or phage that are then isolated and propagated. Candidate clones 
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or amplified fragments may be verified as containing telomerase DNA by any of 
various means. For example, the candidate clones may be hybridized with a second, 
non-overlapping probe or subjected to DNA sequence analysis. In these ways, clones 
containing a telomerase gene or gene fragment, which are suitable for use in the present 
5 invention, are isolated. 

Telomerase DNA may also be obtained by amplification of cDNA or 
genomic DNA. Oligonucleotide primers for amplification of a full-length cDNA are 
preferably derived from sequences at the 5' and 3* ends of the coding region. 
Amplification of genomic sequences will use primers that span intronic sequences and 

10 may use conditions that favor long amplification products (see Promega catalogue). 
Briefly, oligonucleotides used as amplification primers preferably do not have self- 
complementary sequences nor have complementary sequences at their 3 f end (to prevent 
primer-dimer formation). Preferably, the primers have a GC content of about 50% and 
contain restriction sites to facilitate cloning. Generally, primers are between 15 and 50 

15 nucleotides long, and more usually between 20 and 35 nucleotides long. The primers 
are annealed to cDNA or genomic DNA and sufficient amplification cycles are 
performed to yield a detectable product, preferably one that is readily visualized by gel 
electrophoresis and staining. The amplified fragment is purified and inserted into a 
vector (e.g., a viral, phagemid or plasmid vector, such as XgtlO or pBS(M13+)) and 

20 propagated. 

Telomerase genes from a multitude of species can be isolated using the 
compositions provided herein. For closely related species, the human sequence or 
portion thereof may be utilized as a probe on a genomic or cDNA library. For example, 
a fragment of the telomerase gene that encompasses the catalytic site (approximately 

25 corresponding to amino acids 605-915 of Figure 1) may be labeled and used as a probe 
on a library constructed from mouse, primate, rat, dog, or other vertebrate, warm- 
blooded, or mammalian species. An initial hybridization at normal stringency may 
yield clones or fragments encoding telomerase. If no hybridization is observed, relaxed 
(low) stringency hybridizations may be pursued. Guidelines for varying the stringency 

30 of the hybridization may be acquired from Sambrook et al., supra, and other well- 
known sources. Such probes may also be used on libraries from evolutionarily diverse 
species, such as Drosophila, although hybridization conditions will typically be more 
relaxed. 

Other methods may alternatively be used to isolate telomerase genes 
35 from non-human species. These methods include, but are not limited to, amplification 
using primers derived from conserved areas (e.g., RTase motifs), amplification using 
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degenerate primers from various regions of telomerase including the RTase region, 
antibody probing of expression libraries, telomerase RNA probing of expression 
libraries, and the like. A gene sequence is identified as a telomerase by amino acid 
similarity and / or nucleic acid identity. Generally, amino acid similarity, which allows 
5 for conservative differences, is preferred to identify a telomerase. From diverse species, 
amino acid similarity is generally at least 30% and preferably at least 40% or at least 
50%. Nucleic acid identity may be lower and thus difficult to assess. Several readily 
available computer analysis programs, such as BLASTN and BLASTP, are useful to 
determine relatedness of genes and gene products. Candidate telomerase genes are 
10 examined for enzyme activity by one of the functional assays described herein or other 
equivalent assays. 

B. Variant telomerase genes 

Variants (including alleles) of the telomerase nucleic acid or amino acid 
sequence provided herein may be readily isolated from natural variants (e.g., 

15 polymorphisms, splice variants, mutants), synthesized, or constructed. Depending upon 
the intended use, mutants may be constructed to exhibit altered or deficient telomerase 
function. Particularly useful telomerase genes encode a protein lacking enzyme activity 
but that has a dominant negative phenotype. The telomerase variants, moreover, may 
lack one or more of known telomerase activities, including reverse transcriptase 

20 activity, nucleolytic activity, telomere binding activity, dNTP binding activity, and 
telomerase RNA (hTR) binding activity. 

One skilled in the art recognizes that many methods have been 
developed for generating mutants {see, generally, Sambrook et al., supra; Ausubel 
et al., supra). Briefly, preferred methods for generating a few nucleotide substitutions 

25 utilize an oligonucleotide that spans the base or bases to be mutated and contains the 
mutated base or bases. The oligonucleotide is hybridized to complementary single 
stranded nucleic acid and second strand synthesis is primed from the oligonucleotide. 
Similarly, deletions and/or insertions may be constructed by any of a variety of known 
methods. For example, the gene can be digested with restriction enzymes and religated 

30 such that some sequence is deleted or ligated with an isolated fragment having cohesive 
ends so that an insertion or large substitution is made. In another embodiment, variants 
are generated by M exon shuffling*' (see U.S. Patent No. 5,605,793). Variant sequences 
may also be generated by "molecular evolution" techniques (see U. S. Patent No. 
5,723,323). Other means to generate variant sequences may be found, for example, in 

35 Sambrook et al. (supra) and Ausubel et al. (supra). Verification of variant sequences is 
typically accomplished by restriction enzyme mapping, sequence analysis, or probe 
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hybridization, although other methods may be used. The double-stranded nucleic acid 
is transformed into host cells, typically E coli, but alternatively, other prokaryotes, 
yeast, or larger eukaryotes may be used. Standard screening protocols, such as nucleic 
acid hybridization, amplification, and DNA sequence analysis, will identify mutant 
5 sequences. 

In preferred embodiments, variant telomerases are inactive with respect 
to enryme activity and impart a dominant negative phenotype to a host cell. Regardless 
of the actual mechanism, when a dominant negative telomerase is expressed in a cell, 
the native active telomerase is rendered inactive. In the catalytic domain, RTase motifs 

10 share conserved aspartic acid residues. Human telomerase also contains these critical 
residues: Asp 712, Asp 718, Asp 868, and Asp 869. Mutation of one or more of these 
Asp residues to a non-conservative amino acid (e.g., alanine) will likely destroy 
enzymatic activity and or affect telomere shortening. For each of these mutants, 
dominant negativity is assayed. Preferred mutants are dominant negative and induce a 

15 senescence phenotype in certain embodiments. Other dominant negative variants may 
be generated by deletion of one or more of the RTase motifs or alteration of the region 
involved in DNA priming (such as motif E), binding site for the RNA component, the 
template binding site, the metal ion binding site (such as motif C), and the like. 

In other embodiments, the nucleic acid molecule encoding telomerase 

20 may be fused to another nucleic acid molecule. As will be appreciated, the fusion 
partner gene may contribute, within certain embodiments, a coding region. Thus, it 
may be desirable to use only the catalytic site of telomerase (e.g., amino acids 609-915), 
individual RTase motifs (described above), any of the splicing variant telomerases 
described herein, the telomerase RNA binding site and the like. The choice of the 

25 fusion partner depends in part upon the desired application. The fusion partner may be 
used to alter specificity of the telomerase, provide a reporter function, provide a tag 
sequence for identification or purification protocols, and the like. The reporter or tag 
can be any protein that allows convenient and sensitive measurement or facilitates 
isolation of the gene product and does not interfere with the function of the telomerase. 

30 For reporter function, p-glucuronidase (U.S. Patent No: 5,268,463), green fluorescent 
protein and (J-galactosidase are readily available as DNA sequences. A peptide tag is a 
short sequence, usually derived from a native protein, which is recognized by an 
antibody or other molecule. Peptide tags include FLAG®, GIu-Glu tag (Chiron Corp., 
Emeryville, CA) KT3 tag (Chiron Corp.), T7 gene 10 tag (Invitrogen, La Jolla, CA), T7 

35 major capsid protein tag (Novagen, Madison, WI), His 6 (hexa-His), and HSV tag 
(Novagen). Besides tags, other types of proteins or peptides, such as glutathione-S- 
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transferase may be used. 

C Fragments and oligonucleotide derived from telomerase genes 

In addition, portions or fragments of telomerase gene may be isolated or 
constructed for use in the present invention. For example, restriction fragments can be 
5 isolated by well-known techniques from template DNA, e.g., plasmid DNA, and DNA 
fragments, including restriction fragments, can be generated by amplification. 
Furthermore, oligonucleotides can be synthesized or isolated from recombinant DNA 
molecules. One skilled in the art will appreciated that other methods are available to 
obtain DNA or RNA molecules having at least a portion of a telomerase sequence. 
10 Moreover, for particular applications, these nucleic acids may be labeled by techniques 
known in the art with a radiolabel (e.g., 32 P, 33 P, 35 S, ,25 r l31 1, 3 H, ,4 C), fluorescent label 
(eg., FITC, Cy5, RITC, Texas Red), chemiluminescent label, enzyme, biotin and the 
like. 

Methods for obtaining fragments are well-known in the art. Portions that 

15 are particularly useful within the context of this invention contain the catalytic site, 
individual RTase motifs, the putative intronic sequences (see Figure 10), and the like. 
Oligonucleotides are generally synthesized by automated fashion; methods and 
apparatus for synthesis are readily available (e.g., Applied Biosystems Inc, CA). 
Oligonucleotides may contain non-naturally occurring nucleotides, such as nucleotide 

20 analogues, a modified backbone (e.g., peptide backbone), nucleotide derivatives {e.g., 
biotinylated nucleotide), and the like. As used herein, oligonucleotides refers to a 
nucleic acid sequence of at least about 7 nucleotides and generally not longer than about 
100 nucleotides. Usually, oligonucleotides are between about 10 and about 50 bases, 
more often between about 18 and about 35 nucleotides long. Oligonucleotides can be 

25 single-stranded or in some cases double-stranded. As used herein, portions of a nucleic 
acid refer to a polynucleotide that contains less than the entire parental nucleic acid 
sequence. For example, a portion of telomerase coding sequence contains less than a 
full-length telomerase sequence. A 'portion' is generally at least about seven 
nucleotides, and may be as many as 10, 20, 25 or more nnucleotides in length. A 

30 fragment refers to a polynucleotide molecule of any length and can encompass an 
oligonucleotide, although more usually, but not to be limiting, the term oligonucleotide 
is used to denote short polynucleotides and the term fragment is used to denote longer 
polynucleotides. 

Oligonucleotides for use as primers for amplification and probes for 
35 hybridization screening may be designed based on the DNA sequence of human 
telomerase presented herein. Oligonucleotide primers for amplification of a full-length 
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cDNA are preferably derived from sequences at the 5' and 3' ends. Primers for 
amplification of specific regions are chosen to generate products of an easily detectable 
size. In preferred embodiments, primers are chosen that flank the sequences subject to 
alternative RNA splicing. In preferred embodiments, one set of primers is chosen such 
5 that both the product that spans spliced-in sequence as well as the product that spans 
spliced-out sequence are suitable sizes to be detected under the same reaction 
conditions. In other embodiments, two sets of primers are used to detect the alternative 
spliced RNAs. For example, one set of primers flanks the splice junction in order to 
detect a spliced-out product The second set of primers may be derived very close to the 
10 junction (such that a spliced-out amplification product is the same size or barely larger 
than a primer-dimer length) or one or more of the set may be derived from the spliced- 
in sequence (such that the spliced-out RNA would not yield any product). An amplified 
Amplification primers preferably do not have self-complementary 
sequences nor have complementary sequences at their 3' end (to prevent primer-dimer 
15 formation). Preferably, the primers have a GC content of about 50% and may contain 
restriction sites to facilitate cloning. Amplification primers usually are at least 15 bases 
and usually are not longer than 50 bases, although in some circumstances and 
conditions shorter or longer lengths can be used. More usually, primers are from 17 to 
40 bases long, 17 to 35 bases long, or 20 to 30 bases long. The primers are annealed to 
20 cDNA or genomic DNA and sufficient amplification cycles, generally 20-40 cycles, are 
performed to yield a product readily visualized by gel electrophoresis and staining or by 
hybridization. The amplified fragment can be purified and inserted into a vector, such 
as XgtlO or pBS(M13+), and propagated, isolated and subjected to DNA sequence 
analysis, subjected to hybridization, or the like. 
25 An oligonucleotide hybridization probe suitable for screening genomic, 

cDNA or other types (e.g., mutant telomerase sequences) of libraries, probing southern, 
northern, or northwestern blots, amplification products, and the like may be designed 
based on the sequences provided herein. Oligonucleotides for hybridization are 
typically at least 1 1 bases long, generally less than 100 bases long, and preferably at 
30 least 15 bases long, at least 20 bases long, at least 25 bases long, and preferably 20-70, 
25-50, or 30-40 bases long. To facilitate detection, the oligonucleotide may be 
conveniently labeled, generally at the 5 1 end, with a reporter molecule, such as a 
radionuclide, (e.g., 32 P), enzymatic label, protein label, fluorescent label, or biotin. 
(see Ausubel et al, and Sambrook et al., supra). A library is generally plated as 
35 colonies or phage, depending upon the vector, and the recombinant DNA is transferred 
to nylon or nitrocellulose membranes. Following denaturation, neutralization, and 
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fixation of the DNA to the membrane, membranes are hybridized with labeled probe, 
and washed. Suitable detection methods reveal hybridizing colonies or phage that are 
then isolated and propagated. Methods for transferring nucleic acids to membranes and 
performing hybridizations are well known. In certain embodiments, additives to 
hybridization solution, such as a chaotrope (e.g., tetramethylammonium chloride) or a 
hybotrope (e.g., ammonium trichloroacetate; see PCT/ US97/17413) are added to 
increase sensitivity and specificity of hybridization. A probe specifically hybridizes to 
a nucleic acid if it remains detectably annealed after washing under conditions 
equivalent to hybridization conditions (expressed herein as the number of degrees less 
than Tm). 

D. Splicing variants of human telomerase 

In addition to the reference telomerase DNA and protein sequences 
presented in Figures 1 , several RNA splice variants are observed. Although some of the 
variants may reflect incompletely processed mRNA, it is noteworthy that such variants 
are abundant in an RNA sample (LIM1215) preselected for polyadenylated mRNA. 
These findings, together with their clustering in the RT domain, suggest that the 
insertion variants more likely reflect regulation of hTl protein expression. For 
example, variants in which exons are deleted (see a, p, Fig. 7) are likely alternative 
mature coding for variant proteins. Additional evidence in support of alternative 
proteins comes from sequence analysis of cDNA clones identified in a LIM1215 cDNA 
library that contained both deletions and insertions compared to the reference sequence. 

At least seven different putative introns appear to be retained in mRNAs 
(see Figure 7, which displays 6 of the 7 introns). The introns may be independently 
retained, thus, a particular mRNA may have none, any one, two, etc. up to seven 
introns. The maximum number of different mRNAs resulting from seven 
independently spliced introns is 2 7 , or 128 different mRNAs. DNA sequences of these 
introns are presented in Figure 10. The 5' most intron, called sequence "X", is an 
unknown length, and only a partial sequence is presented. 

The reference telomerase sequence (Figure 1) includes intron a and 
intron p. In the following discussion, the effect of presence/absence and location of 
each intron is presented on the basis that it is the only alteration. It will be appreciated 
that a particular intron may alter the sequence of the translated product, regardless of 
whether other introns are spliced in or out. For example, the presence of intron 1 results 
in a frameshift and truncated protein, regardless of whether introns a, p, 2 or 3 are 
spliced in or out. 
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The presence of intron "X" results in a truncated protein that contains 
approximately 600 N-terminal amino acids and lacks all of the RTase motifs. The 
presence of intron "Y" at base 222 results in a frameshifted protein that terminates 
within three codons past the intron. As the Y intron is very GC rich, approximately 
5 78%, which is difficult to sequence, it is possible that intron Y causes an insertion of 
about 35 amino acids and not a frameshift. 

Intron 1 at nucleotide 1950 is 38 bp and its presence in mRNA causes a 
frame-shift and ultimate translation of a truncated protein (stop codon at nt 1973). This 
truncated protein contains only RTase domains 1 and 2. 

10 Intron a, located from bases 2131-2166 is frequently observed spliced 

out of telomerase mRNA. A protein translated from such an RNA is deleted for 12 
amino acids, removing RTase motif A. This motif appears to be critical for RT 
function; a single amino acid mutation within this domain in the yeast EST2 protein 
results in a protein that functions as a dominant negative and results in cellular 

15 senescence and telomere shortening. 

Another of the variant sequences, the p-exon deletion at base 2286-2468, 
encodes a truncated protein, due to a reading frameshift at base 2287, which is joined to 
base 2469, and subsequently a termination codon at base 2605. This variant protein has 
RTase domains 1, 2, A, B, and part of C, but lacks another motif; in addition to the 

20 RTase domain motifs, another sequence motif (AVRIRGKS) identified in the P insert 
of hTl matches a P-loop motif consensus AXXXXGK(S) (Saraste et al., Trends 
Biochem. Sci. 75, 430-434, 1990). This motif is found in a large number of protein 
families including a number of kinases, bacterial dnaA, recA, recF, mutS and ATP- 
binding helicases (Devereaux et al., Nucleic Acids Res., 12, 387-395, 1984). The P-loop 

25 is thus present only in a subpopulation of the h-TEL mRNAs in most RNA samples 
analyzed and completely absent from several tumor samples (Figure 8). 

Intron 2 at base 2843 contains an in-frame termination codon, resulting 
in a truncated protein that has the entire RTase domain region, but lacks the C-terminus. 
As the C-terminus may play a regulatory role, protein activity will likely be affected. 

30 When intron 3 is retained, a smaller protein is also produced because the intron contains 
an in-frame stop codon. Thus, the protein has an altered C-terminal sequence. What 
activity such proteins might have is currently unknown. The crystal structure of the 
HIV-1 reverse transcriptase demonstrates that a short form of the protein (p51) that 
lacks the RNAase domain is inhibited by the C-terminal 'connection' folding into the 

35 catalytic cleft. If hTl is assumed to adopt a similar structure to HTV-RT, then C- 
terminal hTl protein variants may reflect a similar mechanism of regulation. 
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In addition to variants that lack the reference C-tenninal domain, a 
variant with intron3 at base 2157 expresses an alternative C-tenninal domain. 
Furthermore, the coding region donated by intron 3 has a potential SID binding site, 
SGQPEMEPPRRPSGCVG, which matches the consensus c-Abl SH3 binding peptide 
(PXXXXPXXP) found in proteins such as ataxia telangiectasia mutated (ATM). A 
second example of this motif is found within the N-tenninal end of the hTl protein in 
the peptide HAGPPSTSRPPRPWDTP. Other alternative C-tenninal domains are found 
in telomerase cDNAs; the EST12462 (GenBank Accession No. AA299878) has about 
50 bases of identical sequence up to base 2157 and then diverges from the reference 
telomerase sequence as well as intron 3. This new sequence has an internal stop codon 
in 50 bases that would result in a truncated C -terminus. 

The variant detected in one ALT cell line (Fig. 6, lane i) opens up the 
possibility that the basic domain of hTl may contribute to the ALT mechanism in at 
least some ALT cell lines. Interestingly, this ALT cell line expresses the hTR gene. 
One possible mechanism of ALT could involve dysregulated telomerase components 
that are inactive in the TRAP assay. 

The following table summarizes the splice variants and resulting 
proteins. For simplicity, only a single variant is listed for each resulting protein. 
Furthermore, as noted above, the presence of the Y intron appears to cause a frameshift 
resulting in a truncated protein, but may cause an insertion. Thus, each reading frame 
of the Y intron is presented and the table is constructed as if the insertion does not cause 
a truncated protein. An independent assortment of these known introns would lead to 
128 different mRNA sequences. The DNA and amino acid sequences for the variants in 
Table 1 are presented in Figure 1 1 . 
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E. Vectors, host cells and means of expressing and producing protein 

Telomerase protein may be expressed in a variety of host organisms. In 
5 one embodiment, telomerase is produced in bacteria, such as K coli y for which many 
expression vectors have been developed and are readily available. Other suitable host 
organisms include other bacterial species, and eukaryotes, such as yeast (e.g:, 
Saccharomyces cerevisiae), mammalian cells (e.g., CHO and COS-7), and insect cells 
(e.*,Sf9). 

10 A DNA sequence encoding telomerase, a portion thereof, a variant, 

fusion protein or the like, is introduced into an expression vector appropriate for the 
host. In certain embodiments, telomerase is inserted into a vector such that a fusion 
protein is produced. The telomerase sequence is derived from an existing fragment, 
cDNA clone, or synthesized. A preferred means of synthesis is amplification of the 
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gene from cDNA using a set of primers that flank the coding region or the desired 
portion of the protein. As discussed above, the teiomerase sequence may contain 
alternative codons for each amino acid with multiple codons. The alternative codons 
can be chosen as "optimal" for the host species. Restriction sites are typically 
5 incorporated into the primer sequences and are chosen with regard to the cloning site of 
the vector. If necessary, translational initiation and termination codons can be 
engineered into the primer sequences. 

At minimum, the vector must contain a promoter sequence. Other 
regulatory sequences may be included. Such sequences include a transcription 

10 termination signal sequence, secretion signal sequence, origin of replication, selectable 
marker, and the like. The regulatory sequences are operationally associated with one 
another to allow transcription or translation. 

The plasmids used herein for expression of teiomerase include a 
promoter designed for expression of the proteins in a host cell {e.g., bacterial). Suitable 

15 promoters are widely available and are well known in the art. Inducible or constitutive 
promoters are preferred. Such promoters for expression in bacteria include promoters 
from the T7 phage and other phages, such as T3, T5, and SP6, and the trp, lpp y and lac 
operons. Hybrid promoters (see, U.S. Patent No. 4,551,433), such as tac and trc, may 
also be used. Promoters for expression in eukaryotic cells include the P10 or 

20 polyhedron gene promoter of baculovirus/insect cell expression systems (see, e.g., U.S. 
Patent Nos. 5,243,041, 5,242,687, 5,266,317, 4,745,051, and 5,169,784), MMTV LTR, 
CMV IE promoter, RSV LTR, SV40, metallothionein promoter (see, e.g., U.S. Patent 
No. 4,870,009) and other inducible promoters. For expression of the proteins, a 
promoter is inserted in operative linkage with the coding region for the teiomerase 

25 protein. 

The promoter controlling transcription of the teiomerase may itself be 
controlled by a repressor. In some systems, the promoter can be derepressed by altering 
the physiological conditions of the cell, for example, by the addition of a molecule that 
competitively binds the repressor, or by altering the temperature of the growth media. 

30 Preferred repressor proteins include, but are not limited to, the E. colt lad repressor, 
which is responsive to IPTG induction, the temperature sensitive ?lcI857 repressor, and 
the like. The E. coli lad repressor is preferred. 

In other preferred embodiments, the vector also includes a transcription 
terminator sequence, which has either a sequence that provides a signal that terminates 

35 transcription by the polymerase that recognizes the selected promoter and/or a signal 
sequence for polyadenylation. 
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Preferably, the vector is capable of replication in the host cells. Thus, 
when the host cell is a bacterium, the vector preferably contains a bacterial origin of 
replication. Preferred bacterial origins of replication include the fl-ori and col El 
origins of replication, especially the ori derived from pUC plasmids. In yeast, ARS or 
5 CEN sequences can be used to assure replication. A well-used system in mammalian 
cells is SV40 ori. 

The plasmids also preferably include at least one selectable marker that 
is functional in the host. A selectable marker gene includes any gene that confers a 
phenotype on the host that allows transformed cells to be identified and selectively 

10 grown. Suitable selectable marker genes for bacterial hosts include the ampicillin 
resistance gene (Amp r ), tetracycline resistance gene (Tc 1 ) and the kanamycin resistance 
gene (Kan r ). The kanamycin resistance gene is presently preferred. Suitable markers 
for eukaryotes usually require a complementary deficiency in the host (e.g., thymidine 
kinase (tk) in tk- hosts). However, drug markers are also available (e.g., G418 

15 resistance and hygromycin resistance). 

The sequence of nucleotides encoding the telomerase may also include a 
secretion signal, whereby the resulting peptide is a synthesized as precursor protein and 
is subsequently processed and secreted. The resulting processed protein may be 
recovered from periplasmic space or fermentation medium. Secretion signals suitable 

20 for use are widely available and are well known in the art (von Heijne, J. Mol Biol. 
754:99-105, 1985). Prokaryotic and eukaryotic secretion signals that are functional in 
£. coli (or other host) may be employed. The presently preferred secretion signals 
include, but are not limited to, those encoded by the following K coli genes: pelB (Lei 
et al., J. Bacteriol 169:4319, 1987), phoA, ompA, ompT, ompF, ompC, beta-lactamase, 

25 and alkaline phosphatase. 

One skilled in the art appreciates that there are a wide variety of suitable 
vectors for expression in bacterial cells and which are readily obtainable. Vectors such 
as the pET series (Novagen, Madison, WI), the tac and trc series (Pharmacia, Uppsala, 
Sweden), pTTQ18 (Amersham International pic, England), pACYC 177, pGEX series, 

30 and the like are suitable for expression of a telomerase. Baculovirus vectors, such as 
pBlueBac {see, e.g., U.S. Patent Nos. 5,278,050, 5,244,805, 5,243,041, 5,242,687, 
5,266,317, 4,745,051, and 5,169,784; available from Invitrogen, San Diego) may be 
used for expression of the telomerase in insect cells, such as Spodoptera frugiperda sf9 
cells {see, U.S. Patent No. 4,745,051). The choice of a host for the expression of a 

35 telomerase is dictated in part by the vector. Commercially available vectors are paired 
with suitable hosts. 
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A wide variety of suitable vectors for expression in eukaryotic cells are 
available. Such vectors include pCMVLacI, pXTl (Stratagene Cloning Systems, La 
Jolla, CA); pCDNA series, pREP series, pEBVHis (Invitrogen, Carlsbad, CA). In 
certain embodiments, telomerase gene is cloned into a gene targeting vector, such as 

5 pMC 1 neo, a pOG series vector (Stragene). 

Telomerase protein is isolated by standard methods, such as affinity 
chromatography, size exclusion chromatography, metal ion chromatography, ionic 
exchange chromatography, HPLC, and other known protein isolation methods, (see 
generally Ausubel et al., supra; Sambrook et al., supra). An isolated purified protein 

10 gives a single band on SDS-PAGE when stained with Coomassie blue. 

In one embodiment, the telomerase protein is expressed as a hexa-his 
fusion protein and isolated by metal-containing chromatography, such as nickel-coupled 
beads. Briefly, a sequence encoding His 6 is linked to a DNA sequence encoding a 
telomerase. Although the His 6 sequence can be positioned anywhere in the molecule, 

15 preferably it is linked at the 3' end immediately preceding the termination codon. The 
His-hTI fusion may be constructed by any of a variety of methods. A convenient 
method is amplification of the TEL gene using a downstream primer that contains the 
codonsfor His 6 . 

F. Peptides and proteins of telomerase 

20 In one aspect of the present invention, peptides having telomerase 

sequence are provided. Peptides may be used as immunogens to raise antibodies, as 
inhibitors or enhancers of telomerase function, in assays described herein and the like. 
Peptides are generally five to 100 amino acids long, and more usually 10 to 50 amino 
acids. Peptides are readily chemically synthesized in an automated fashion 

25 (PerkinElmer ABI Peptide Synthesizer) or may be obtained commercially. Peptides 
may be further purified by a variety of methods, including high-performance liquid 
chromatography. Furthermore, peptides and proteins may contain amino acids other 
than the 20 naturally occurring amino acids or may contain derivatives and modification 
of the amino acids. 

30 Peptides of particular interest within the context of this invention have 

the sequence of the intron sequences (Figure 10), the RTase motifs, and the like. In 
certain embodiments, telomerase proteins have the amino acid sequences presented in 
Figures 1 or 1 1 , or a portion thereof which is at least 8 amino acids in length (and may 
be 10, 15, 20 or more amino acids in length). In other embodiments, the protein has one 

35 or more amino acid substitutions, additions, deletions. In yet other embodiments, the 
protein has an amino acid sequence determined by a nucleic acid sequence that 
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hybridizes under normal stringency conditions to the complement of any of the 
sequences in Figure 11. As indicated above, variants of telomerase include allelic 
variants. 

IL TELOMERASE ASSAYS 

5 A variety of assays are available to determine telomerase activity and 

expression. Such assays include in vitro assays that measure the ability of telomerase to 
extend a telomeric DNA substrate, nucleolytic activity, primer (telomere) binding 
activity, dNTP binding activity, telomerase RNA (hTR) binding activity, in vivo gain- 
of-function assays, in vivo loss-of function assays, in situ hybridization, RNase probe 

10 protection, Northern analysis, amplification of cDNA, antibody staining, and the like. 

A. Assays for catalytic activity 

Various assays for catalytic activity are described in U.S. Patent Nos. 
5,629,154; 5,639,613; 5,645,986 among others. In one conventional assay for 
telomerase activity, a single-stranded DNA primer having the sequence of the host 

15 telomere (e.g., [TTAGGG] 0 ) and the telomerase enzyme are used (see Shay et al., 
Methods in Molecular Genetics 5:263, 1994; Greider and Blackburn, Cell 43:405, 1985; 
Morin, Cell 59:521, 1989; U.S. Patent No. 5,629,154). A preferred assay incorporates a 
detergent-based extraction with an amplification-based assay. This assay, called TRAP 
(telomeric repeats amplification protocol), has improved sensitivity (Kim et al., Science 

20 266: 201 1, 1994). Briefly, in TRAP, telomerase synthesizes extension products, which 
then serve as templates for amplification. The telomerase products are amplified with a 
primer derived from a non-telomeric region of the oligonucleotide and a primer derived 
from the telomeric region. When the amplification products are analyzed, such as by 
gel electrophoresis, a ladder of products is observed when telomerase activity is present. 

25 Permutations of this assay have been described (Krupp et al., Nucl. Acids Res. 25: 919, 
1997; Savoysky et al., Nucl Acids Res. 24: 1175, 1996). As well, other telomerase 
assays are available (Faraoni et al., 1 Chemother 8: 394, 1996, describing an in vitro 
chemosensitivity assay; Tatematsu et al., Oncogene 13: 2265, 1996, describing a 
"stretch PCR assay"; Lin and Zakian, Cell 81: 1127, 1995, describing an in vitro assay 

30 for Saccharomyces). 

In addition, catalytic or other activities may be measured by an in vitro 
reconstitution system (see Examples). Briefly, the assays, such as those described 
herein, are performed using purified telomerase protein that is produced by recombinant 
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meant and other necessary components, such as the telomerase RNA component, other 
proteins such as described in WO 98/14593. 

B. Assays for other activities 

Nucleolytic activity may be assessed by protocols described for example 
5 in Collins and Grieder, Genes and Development 7: 1364, 1993). The nucleolytic 
activity is excision of a nucleotide (G from the telomeric repeat TTAGG) from the 3 ! 
end of a nucleotide sequence that is positioned at the 5' boundary of the DNA template. 
Briefly, the activity can be measured by a reaction that uses a nucleic acid template with 
a y nucleotide that is blocking, i.e., cannot serve as a primer for a polymerase, unless 
10 removed by nucleolytic activity. 

Telomere binding activity and assays are described in for example 
Harrington et al., ./. Biol Chem. 270: 8893, 1995. In general, any assay such as a gel- 
shift assay, that detects protein-nucleic acid interactions may be used. DNTP and RNA 
binding activity assays are described in Morin, Eur J. Cancer 33: 750 for example. 

15 C. Gain and loss of Junction 

In vivo gain-of-function assays may be performed by transfecting an 
expression vector encoding telomerase into cells that have no or little detectable 
endogenous activity. Activity is then measured by an in vitro assay, such as those 
described herein. Another gain of function assay can be performed in tumor cells or 

20 other cells expressing telomerase or reverse transcriptase. A telomerase gene is 
transfected into the cells, expressed at high levels, and these cells are treated with 
inhibitors of reverse transcriptase. Telomerase activity is then observed as decreased 
sensitivity to such inhibitors. Furthermore, rescue of function in the yeast telomerase 
mutant EST2 may be measured. 

25 Loss of function may be measured in cells expressing high levels of 

telomerase activity, such as LIM 1215 cells or other tumor cells. In this assay, anti- 
sense oligonucleotide molecules are introduced into the cells, generally in an expression 
vector. Telomerase gene is verified by diminished telomerase activity. In another 
assay, antibodies to telomerase that inhibit function can be used to demonstrate a 

30 functional molecule. 

D. Expression of telomerase 

Expression of telomerase in various cells may be assayed by standard 
assays using the sequences provided herein. For example, in situ hybridization with 
radioactive or fluorescent-labeled probes (fragments or oligonucleotides) may be used 
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on tissue sections or fixed cells. Alternatively, RNA may be isolated from the cells and 
used in Northern, RNase probe protection assays, and the like. Probes for particular 
regions and probes that are variant specific will generate expression profiles of the 
various telomerase transcripts. 
5 In a preferred embodiment, telomerase expression is assayed by 

amplification. Primer pairs for telomerase, including primer pairs for particular 
variants, are used to amplify cDNA synthesized from cellular RNA. The cDNA may be 
synthesized from either total RNA or poly(A)+ RNA. Methods and protocols for RNA 
isolation are well known. The cDNA may be initiated by an oligo(dT) primer, random 
10 primers {e.g., dN 6 ), telomerase specific primer, and the like. The choice of a primer will 
depend at least in part on the quantity of RNA and the purpose of the assay. 
Amplification primers are designed to amplify any one of, particular combinations, or 
all of the variants present in vertebrate cells. Conditions for amplification are chosen to 
be commensurate with the primer length, base content, length of amplified product and 
15 the like. Various amplification systems are available (see Lee et al., Nucleic Acid 
Amplification Technologies, BioTechniques Books, Eaton Publishing, Natick, MA, 
1997; Larrick, The PCR Technique: Quantitative PCR, BioTechniques Books, Eaton 
Publishing, Natick, MA, 1997). 

Other assays for measuring expression qualitatively and quantitatively 
20 are well known. RNase probe protection and Northern analysis are amenable when the 
amount of telomerase mRNA is sufficient. When very few cells are available, a single 
cell analysis is desirable, or when the fraction of telomerase RNA in the sample is very 
low, an amplification protocol is preferred. RNase probe protection, in particular, is 
well suited for detecting splice variants, mutations, as well as quantitating these RNAs. 
25 As discussed above, in preferred embodiments, expression of the various 

RNA species is monitored. The different species may be assayed by any method which 
distinguishes one of the species over the others. Thus, length determination by 
Northern, RNase probe protection, cloning and amplification are some of the available 
methods. In preferred embodiments, RNase probe protection and amplification are 
30 used. For RNase probe protection, the probe will generally be a fragment derived from 
the junction of the reference sequence and the intron sequence or derived from the 
sequence surrounding the intron insertion site. For example, a fragment of the reference 
telomerase that spans nucleotide 1950-1951 (e.g., nucleotides 1910-1980) will protect 
the reference sequence as a 71 base fragment, but will protect a telomerase with intron 1 
35 as two fragments of 41 and 30 bases. In contrast, a fragment that contains nucleotides 
1910-1950 and 30 bases of intron 1 will protect an intron 1 variant as a 71 base 
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fragment and the reference telomerase as a 41 base fragment. Fragments for RNas 
probe protection are chosen usually in the range of 30 to 400 bases and are positioned to 
yield readily distinguishable protection products. 

Another method that can be used to distinguish variants is amplification. 
5 Amplification primer design and strategy are described above. Briefly, primers that will 
individually amplify each spliced-in or spliced-out variant are preferred. Multiple 
reactions can be performed to identify variants with more than one spice-in or splice-out 
event. 

Methods that measure telomerase protein are also useful within the 
10 context of the present invention. By way of example, antibodies to telomerase may be 
used to stain tissue sections or permeabilized cells. Antibodies may also be used to 
detect protein by immunoprecipitation, Western blot and the like. Furthermore, 
subcellular localization of telomerase and telomerase variants may be determined using 
the antibodies described herein. 

15 E. Antibodies to telomerase 

Antibodies to the telomerase proteins, fragments, or peptides discussed 
herein may readily be prepared. Such antibodies may specifically recognize wild type 
telomerase protein and not a mutant (or variant) protein, mutant (or variant) telomerase 
protein and not wild type protein, or equally recognize both the mutant (or variant) and 

20 wild-type forms. Antibodies may be used for isolation of the protein, inhibiting 
(antagonist) activity of the protein, or enhancing (agonist) activity of the protein. As 
well, assays for small molecules that interact with telomerase will be facilitated by the 
development of antibodies. 

Within the context of the present invention, antibodies are understood to 

25 include monoclonal antibodies, polyclonal antibodies, anti-idiotypic antibodies, 
antibody fragments (e.g., Fab, and F(ab') 2 , F v variable regions, or complementarity 
determining regions). Antibodies are generally accepted as specific against telomerase 
protein if they bind with a of greater than or equal to 10- ? M, preferably greater than 
of equal to 10- 8 M. The affinity of a monoclonal antibody or binding partner can be 

30 readily detennined by one of ordinary skill in the art (see Scatchard, Ann. N.Y. Acad 

Sci. J/:660-672, 1949). 

Briefly, a polyclonal antibody preparation may be readily generated in a 
variety of warm-blooded animals such as rabbits, mice, or rats. Typically, an animal is 
immunized with telomerase protein or peptide thereof, which is preferably conjugated 
35 to a carrier protein, such as keyhole limpet hemocyanin. Routes of administration 
include intraperitoneal, intramuscular, intraocular, or subcutaneous injections, usually in 



WO 99/01560 



27 



PCT/US98/13835 



an adjuvant {e.g., Freund's complete or incomplete adjuvant). Particularly preferred 
polyclonal antisera demonstrate binding in an assay that is at least three times greater 
than background. 

Monoclonal antibodies may also be readily generated from hybridoma 

5 cell lines using conventional techniques (see U.S. Patent Nos. RE 32,011, 4,902,614, 
4,543,439, and 4,41 1,993; see also Antibodies: A Laboratory Manned, Harlow and Lane 
(eds.), Cold Spring Harbor Laboratory Press, 1988). Briefly, within one embodiment, a 
subject animal such as a rat or mouse is injected with telomerase or a portion thereof. 
The protein may be administered as an emulsion in an adjuvant such as Freund ! s 

10 complete or incomplete adjuvant in order to increase the immune response. Between 
one and three weeks after the initial immunization the animal is generally boosted and 
may tested for reactivity to the protein utilizing well-known assays. The spleen and/or 
lymph nodes are harvested and immortalized. Various immortalization techniques, such 
as mediated by Epstein-Ban virus or fusion to produce a hybridoma, may be used. In a 

15 preferred embodiment, immortalization occurs by fusion with a suitable myeloma cell 
line to create a hybridoma that secretes monoclonal antibody. Suitable myeloma lines 
include, for example, NS-1 (ATCC No. TIB 18), and P3X63 - Ag 8.653 (ATCC 
No. CRL 1580). The preferred fusion partners do not express endogenous antibody 
genes. Following fusion, the cells are cultured in medium containing a reagent that 

20 selectively allows for the growth of fused spleen and myeloma cells such as HAT 
(hypoxanthine, aminopterin, and thymidine). After about seven days, the hybridomas 
may be screened for the presence of antibodies that are reactive against a telomerase 
protein. A wide variety of assays may be utilized, including for example countercurrent 
immuno-electrophoresis, radioimmunoassays, radioimmunoprecipitations, enzyme- 

25 linked immuno-sorbent assays (ELISA), dot blot assays, western blots, 
immunoprecipitation, inhibition or competition assays, and sandwich assays {see U.S. 
Patent Nos. 4,376,110 and 4,486,530; see also Antibodies: A Laboratory Manual, 
Harlow and Lane (eds.), Cold Spring Harbor Laboratory Press, 1988). 

Other techniques may also be utilized to construct monoclonal antibodies 

30 {see Huse et al., Science 246:1275-1281, 1989; Sastry et al., Proc. Natl Acad. Sci. USA 
56:5728-5732, 1989; Alting^Mees et al., Strategies in Molecular Biology 3:1-9, 1990; 
describing recombinant techniques). Briefly, mRNA is isolated from a B cell 
population and utilized to create heavy and light chain immunoglobulin cDNA 
expression libraries in suitable vectors, such as MmmunoZap(H) and AImmunoZap(L). 

35 These vectors may be screened individually or co-expiessed to form Fab fragments or 
antibodies {see Huse etal, supra-, Sastry etal., supra). Positive plaques may 
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subsequently be converted to a non-lytic plasmid that allows high level expression of 
monoclonal antibody fragments from E. coli. 

Similarly, portions or fragments, such as Fab and Fv fragments, of 
antibodies may also be constructed utilizing conventional enzymatic digestion or 

5 recombinant DNA techniques to yield isolated variable regions of an antibody. Within 
one embodiment, the genes which encode the variable region from a hybridoma 
producing a monoclonal antibody of interest are amplified using nucleotide primers for 
the variable region. These primers may be synthesized by one of ordinary skill in the 
art, or may be purchased from commercially available sources (e.g., Stratacyte, La Jolla, 

10 CA) Amplification products are inserted into vectors such as ImmunoZAP™ H or 
ImmunoZAP™ L (Stratacyte), which are then introduced into E. coli, yeast, or 
mammalian-based systems for expression. Utilizing these techniques, large amounts of 
a single-chain protein containing a fusion of the V H and V L domains may be produced 
(see Bird et ah, Science 242:423-426, 1988). In addition, techniques may be utilized to 

15 change a "murine" antibody to a "human" antibody, without altering the binding 
specificity of the antibody. 

Once suitable antibodies have been obtained, they may be isolated or 
purified by many techniques well known to those of ordinary skill in the art (see 
Antibodies: A Laboratory Manual, Harlow and Lane (eds.), Cold Spring Harbor 

20 Laboratory Press, 1988). Suitable techniques include peptide or protein affinity 
columns, HPLC or RP-HPLC, purification on protein A or protein G columns, or any 
combination of these techniques. 

F. Proteins that interact with telomerase 

Proteins that directly interact with telomerase can be detected by an 

25 assay such as a yeast 2-hybrid binding system. Briefly, in a two-hybrid system, a 
fusion of a DNA-binding domain-telomerase protein (e.g., GAL4-telomerase fusion) is 
constructed and transfected into a cell containing a GAL4 binding site linked to a 
selectable marker gene. The whole telomerase protein or subregions of telomerase may 
be used. A library of cDN As fused to the GAL4 activation domain is also constructed 

30 and co-transfected. When the cDNA in the cDNA-GAL4 activation domain fusion 
encodes a protein that interacts with telomerase, the selectable marker is expressed. 
Cells containing the cDNA are then grown, the construct isolated and characterized. 
Other assays may also be used to identify interacting proteins. Such assays include 
ELISA, Western blotting, co-immunoprecipitations and the like. 



WO 99/01560 



29 



PCT/US98/13835 



III. INHIBITORS AND ENHANCERS OF TELOMERASE ACTIVITY 

Candidate inhibitors and enhancers (collectively referred to as 
"effectors") may be isolated or procured from a variety of sources, such as bacteria, 
fungi, plants, parasites, libraries of chemicals (e.g., combinatorial libraries), random 
peptides or the like. Effectors may also be peptides or variant peptides of telomerase, 
variants of telomerase, antisense nucleic acids, antibodies to telomerase, inhibitors of 
promoter activity of telomerase, and the like. Inhibitors and enhancers may be also be 
rationally designed, based on the protein structure determined from X-ray 
crystallography (see, Livnah et al., Science 273:464, 1996). In certain preferred 
embodiments, the inhibitor targets a specific telomerase, such as a variant. 

An inhibitor may act by preventing binding of telomerase to other 
components of the ribonucleoprotein complex or to the telomere, by causing 
dissociation of the bound proteins, or by other mechanism. An inhibitor may act directly 
or indirectly. In preferred embodiments, inhibitors interfere in the binding of the 
15 telomerase protein to either the telomerase RNA or to the telomeres. In other preferred 
embodiments, the inhibitors are small molecules. In a most preferred embodiment, the 
inhibitors cause a cell to cease replication. Inhibitors should have a niimmum of side 
effects and are preferably non-toxic. Inhibitors that can penetrate cells are preferred. 

In other preferred embodiments, an effector is a protein or peptide of 
20 telomerase that acts in a dominant negative fashion (see, Ball et al., Current Biology 
7:71, 1997; Current Biology (5:84, 1996). For example, a peptide of telomerase that 
competitively inhibits the binding of telomerase to telomeres will disrupt the 
lengthening of telomeres. Generally, these peptides have native sequence, but variants 
may have increased activity (see, Ball et al., supra). Variants may be constructed by the 
25 methods described herein. Other peptides may bind telomerase and inhibit one or more 
of its activities, but do not have telomerase amino acid sequence. Such peptides may be 
identified by the assays described herein. The proteins or peptides may also increase 
telomerase activity. For effective inhibition, peptide inhibitors are preferably expressed 
from vectors transfected or infected into host cells, but may also be introduced by other 
30 means, such as liposome-mediated fusion, and the like. Eukaryotic vectors are well 
known and readily available. Vectors include plasmids, viral-based vectors, and the 
like. 

In another preferred embodiment, the inhibitor is a ribozyme. 
"Ribozyme" refers to a nucleic acid molecule which is capable of cleaving a telomerase 
35 nucleic acid sequence. Ribozymes may be composed of DNA, RNA, nucleic acid 
analogues, or any combination of these (e.g., DNA/RNA hybrids). A "ribozyme gene" 
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refers to a nucleic acid molecule which, when transcribed into RNA, yields the 
ribozyme, and a "ribozyme vector" refers to an assembly that is capable of transcribing 
a ribozyme gene of interest, and may be composed of either DNA or RNA. Within 
certain embodiments of the invention, the vector may include one or more restriction 
site(s) and selectable markers). Furthermore, depending on the choice of vector and 
host cell, additional elements such as an origin of replication, polyadenylation site, and 
enhancers may be included in the vectors described herein. 

As noted above, the present invention also provides ribozymes having 
the ability to inhibit expression of the telomerase gene. Briefly, a wide variety of 
ribozymes may be generated for use within the present invention, including for 
example, hairpin ribozymes {see e.g., Hampel et al., Nucl. Acids Res. 75:299-304, 1990, 
EPO 360,257, and U.S. Patent No. 5,254,678), hammerhead ribozymes {see e.g., Rossi, 
J.J. etal., Pharmac. Ther. 50:245-254, 1991; Forster and Symons, Cell 48-21 1-220, 
1987; Haseloff and Gerlach, Nature 525:596-600, 1988; Walbot and Bruening, Nature 
53*196, 1988; Haseloff and Gerlach, Nature 35*585, 1988; Haseloff etal., U.S. Patent 
No. 5,254,678), hepatitis delta virus ribozymes (see, e.g, Perrotta and Been, Biochem. 
37:16, 1992), Group I intron ribozymes such as those based upon the Tetrahymena 
ribosomal RNA (see, e.g, Cech et al, U.S. Patent No. 4,987,071) RNase P ribozymes 
(see, e.g, Takada et al., Cell 35:849, 1983); as well as a variety of other nucleic acid 
20 structures with the capability to cleave a desired or selected target sequence {see e.g., 
WO 95/29241, and WO 95/31551). Within certain embodiments of the invention, the 
ribozymes may be altered from their traditional structure in order to include tetraloops 
or other structures that increase stability (see, e.g., Anderson etal, Nucl. Acids Res. 
22:1096-1100, 1994; Cheong etal. Nature 345:680-682, 1990), or which make the 
25 ribozyme resistant to RNase or endonuclease activity {see e.g., Rossi et al, Pharmac. 

Ther. 50:245-254, 1991). 

Within one embodiment of the invention, hairpin and hammerhead 
ribozymes are provided with the capability of cleaving telomerase nucleic acid 
sequences. Briefly, hairpin ribozymes are generated so that they recognize the target 
sequence N 3 XN*GUC(N >6 ), wherein N is G, U, C, or A, X is G, C, or U, and * is the 
cleavage site. Similarly, hammerhead ribozymes are generated so that they recognize 
the sequence NUX, wherein N is G, U, C, or A. The additional nucleotides of the 
hammerhead ribozyme or hairpin ribozyme is determined by the target flanking 
nucleotides and the hammerhead consensus sequence {see Ruffheretal, Biochemistry 
35 29:10695-10702, 1990). The preparation and use of certain ribozymes is described in 
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Cech et al. (U.S. Patent No. 4,987,071). The ribozymes are preferably expressed from a 
vector introduced into the host cells. 

Ribozymes of the present invention, as well as DNA encoding such 
ribozymes can be readily generated utilizing published protocols (e.g., Promega, 
5 Madison Wis., Heidenreich et al., J. FASEB 70:90-6, 1993; Sproat, Curr. Opin. 
Biotechnol. 4:20-28, 1993). Alternatively, ribozymes may be generated from a DNA or 
cDNA molecule which encodes a ribozyme and which is operably linked to a RNA 
polymerase promoter (e.g., SP6 or T7). An RNA ribozyme is generated upon 
transcription of the DNA or cDNA molecule. 
l0 in other preferred embodiments, inhibitors diminish promoter activity of 

telomerase. A eukaryotic promoter comprises sequences bound by RNA polymerase 
and other proteins participating in control of the transcription unit. Telomerase 
transcription appears to be highly regulated; the protein is expressed mainly in stem, 
embryonic, and cancer cells, and expressed at much lower levels, if at all, in most 
1 5 somatic cells. Thus, the promoter is a potential target for inhibitors. The inhibitors may 
disrupt or prevent binding of one or more of the factors that control transcription of 
telomerase, causing transcription to diminish or cease. The levels of transcription need 
only fall to a low enough level that at least one telomere becomes absent. 

Another inhibitor of the present invention is antisense RNA or DNA to 
20 telomerase coding or non-coding sequence. Antisense nucleic acids directed to a 
particular mRNA molecule have been shown to inhibit protein expression of the 
encoded protein Based upon the telomerase sequences presented herein, an antisense 
sequence is designed and preferably inserted into a vector suitable for transfection into 
host cells and expression of the antisense. The antisense may bind to any part of the 
25 hTI RNA. In certain embodiments, the antisense is designed to bind specifically to one 
or more variants. Specific binding means that under physiological conditions, the 
antisense binds to RNAs that have the complementary sequence, but not other RNAs. 
Because telomerase RNAs that contain any particular intron sequence may be a 
heterogeneous group of variants due to independent assortment of splice variants, more 
30 than one species of RNA may be bound and inactivated. The antisense polynucleotides 
herein are at least 7 nucleotides long and generally not longer than 100 to 200 bases, 
and are more typically at least 10 to 50 bases long. Considerations for design of 
antisense molecules and means for introduction into cells are found in U.S. Patent Nos. 
5,681,747; 5,734,033; 5,767,102; 5,756,476; 5,749,847; 5,747,470; 5,744,362; 
35 5,716,846). . 
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In addition, enhancers of telomerase activity or expression are desirable 
in certain circumstances. At times, increasing the proliferation potential of cells will 
have a therapeutic effect. For example, organ regeneration or differentiation after injury 
or diseases, nerve cell or brain cell growth following injury, proliferation of 

5 hematopoietic stem cells used in bone marrow transplantation or other organ stem cells, 
and the like may be limiting and thus benefit from an enhancer of telomerase. 
Enhancers may stabilize endogenous protein, increase transcription or translation, or act 
through other mechanisms. As is apparent to one skilled in the art, many of the 
guidelines presented above apply to the design of enhancers as well. 

10 Screening assays for inhibitors and enhancers will vary according to the 

type of inhibitor and nature of the activity that is being inhibited. Assays include the 
TRAP assay or variation, a non-amplification based polymerase assay, yeast two- 
hybrid, release of repression in yeast transfected with a vertebrate telomerase, and the 
like. For screening compounds that interact with the promoter for telomerase, a reporter 

15 gene driven assay is convenient. 



IV. USES FOR TELOMERASE 

Nucleotide sequence for telomerase and telomerase protein are used in a 
variety of contexts in this invention. In preferred embodiments, the compositions of the 
present invention are used either as diagnostic reagents or as therapeutics. 

20 A. Diagnostics 

Expression of mRNA encoding telomerase and/or protein may be used 
for detection of dividing cells, especially tumor cells and stem cells. Detection methods 
include antibody staining or tagged telomerase binding compounds for detection of 
protein, nucleic acid hybridization in situ for mRNA, hybridization on DNA "chips", 

25 Northern analysis, RNase probe protection, amplification by PCR or other method, 
ligase-mediated amplification and the like. Furthermore, expression of RNA splice 
variants may be assayed conveniently by amplification, RNase probe protection, other 
disclosed methods and the like. In particular, oligonucleotide primers surrounding the 
site of frequent splice variants, such as the primers described herein {e.g., Htel Intron T 

30 and HT 2482R) may be used to detect splice variants in various cell types. As shown in 
the examples, various tumor cell types exhibit different RNA splice variations. 
Correlation of the splice variant pattern with tumor stage, metastasis potential and the 
like may be determined. As such, assays for the particular variants may be used as a 
diagnostic. Cells with increased telomerase activity, such as cancer cells or 
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hyperproliferative cells, may be identified by assaying qualitatively or quantitatively by 
any of the assays described herein. Typically, telomerase activity or expression will be 
compared between suspect cells and normal counterpart cells from the same or different 
individual. Increased activity indicative of a tumor or excessive proUferation is 
established by direct comparison or by detecting activity in cells otherwise known to be 
absent in telomerase activity or expression. In addition, monitoring cancer progression 
or response to therapy can be performed using the assays described herein and 
comparing activity or expression over a time course. 

The variant detected in one ALT cell line, which expresses telomerase, 
suggests that the basic domain of hTl may contribute to the ALT mechanism in at least 
some ALT cell lines. One possible mechanism of ALT could involve dysregulated 
telomerase components that are inactive in the TRAP assay. Thus, identification of the 
variants may be useful for following tumorigenesis. 

Alternative mRNA splicing is a common mechanism for regulating gene 
expression in higher eukaryotes and there are many examples of tissue-specific, 
development-specific and sex-specific alterations in splicing events. Importantly, 15% 
of mutations linked to disease states in mammals affect splicing patterns (Horowitz and 
Krainer Trends Genet., 10, 100-106, 1994). Changes in cell physiology can also induce 
altered splicing patterns. Indeed, tumorigenesis itself has been suggested to enhance the 
20 expression of mRNA spliced variants by compromising the alternative splicing 
mechanisms. Although other, novel minor alternatively spliced hTl variants may play 
a role in tumor development, the altered relative expression levels of the major 
transcripts found in various tumors compared to normal cells, and in post-crisis cell 
lines compared to limited life-span pre-crisis cells, are likely to play a major role in the 
25 establishment and progression of cancers. In addition, the existence of the alternative 
spliced variants of hTl that are seen in both testis and colonic crypt, as well as tumor 
cell lines, suggests complex regulation of this gene in normal development. 

Expression of the major hTl products is found in most tumors and in all 
telomerase-positive immortalized cell lines. Transcriptional control of hTl may 
30 therefore be a major aspect of the regulation of telomerase activity, in addition to other 
functions. For example, telomerase may be involved in the healing of chromosome 
breaks in addition to its role in maintaining telomere length in the germline. The 
composition of telomerase may vary according to these functional roles. 

Therefore, the intron sequences may be especially useful for diagnostic 
35 applications. For example, detection and identification of diseases, such as cancer, 
aging, wound healing, neuronal regeneration, regenerative cells (e.g., stem cells), may 
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be important preludes to determining effective therapy. In this regard, detection of 
wound healing can facilitate development and identification of an ameliorative 
compound. Currently, wound healing assays are expensive and time consuming, 
whereas an amplification or hybridization-based assay would be quick and cost 
effective. In any of these applications, detection may be quantitative or qualitative. In a 
qualitative assay, a particular amplification primer pair or hybridization probe for one of 
the variant sequences {e.g., introns that are variably spliced) can be used to detect the 
presence or absence of the variant sequence. 

Probes useful in the context of the present invention include nucleic acid 
molecules that hybridize to the sequences presented in Figure 10 or to their 
complements. Probes for hybridization are generally at least 24 bases, but may range 
from 12 to full-length sequence. The probes may comprise additional sequence that 
does not hybridize to hTl DNA or RNA. Probes are generally DNA, but may be RNA, 
PNA, or derivatives thereof. Hybridization conditions will be chosen appropriate for 
the length of the probe and method of hybridization (e.g., on nylon support, on silicon- 
based chip). Conditions are well known in the art. One of the sequences in Figure 10 is 
a genomic sequence, not found in telomerase mRNA. A probe derived from this 
sequence may be used to detect genomic DNA in RNA preparations and amplification 
reactions. Hybridization probes may be labeled with a radiolabel, chemiluminescent 
20 label, or any of the myriad other known labels. 

Hybridization can be performed on mRNA preparations, cDNA 
preparations, affixed to a solid support, in solution, or in situ tissues, and the like. One 
type of hybridization analysis is annealing to oligonucleotides immobilized on a solid 
substrate, such as a functionalized glass slide or silicon chip. Such chips may be 
25 commercially procured or made according to methods and procedures set out in e.g., 
PCT/US94/12282; U.S. Patent No. 5,405,783; U.S. Patent No. 5,412,087; U.S. Patent 
No. 5,424,186; U.S. Patent No. 5,436,327; U.S. Patent No. 5,429,807; U.S. Patent No. 
5,510^270; WO 95/35505; U.S. Patent No. 5,474,796. Oligonucleotides are generally 
arranged in an array form, such that the position of each oligonucleotide sequence can 
30 be determined. 

For amplification assays, primer pairs that either flank the introns or 
require the presence of the intron for amplification are desirable. Many such primer 
pairs are disclosed herein. Others may be designed from the sequences presented 
herein. Generally, the primer pairs are designed to only allow amplification of a single 
35 intron, however, in some circumstances detection of multiple introns in the same RNA 
preparation may be preferred. 
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Other diagnostic assays, such as in situ hybridization, RNase protection, 
and the like may be used alternatively or in addition to the assays discussed above. The 
principles that guide these assays are provided by the present invention, while the 

techniques are well known. 
5 Transgenic mice and mice that are null mutants {e.g., "knockout mice") 

may be constructed to facilitate testing of candidate inhibitors. The telomerase gene is 
preferably under control of a tissue-specific promoter for transgenic mice vector 
constructs. Mice that overexpress telomerase can be used as a model system for testing 
inhibitors. In these mice, cells overexpressing telomerase are expected to be 
10 continuously proliferating. Administration of candidate inhibitors is followed by 
observation and measurement of cell growth. Inhibitors that slow or diminish growth 
are candidate therapeutic agents. 

Telomerase may also be transfected into cells to immortalize various cell 
types. Transient immortalization may be achieved by non-stable transfection of an 
15 expression vector containing telomerase. Alternatively, proliferation of stable 
transformants of telomerase gene under control of an inducible promoter can be turned 
on and off by the addition and absence of the inducer. Similarly, the presence and 
absence of an inhibitor of telomerase activity may be used to selectively immortalize 
cells. Expression of pari of all of the protein in yeast may act as a dominant negative, as 
20 many human proteins interact with components of a complex in yeast, but do so 
imperfectly and therefore unproductively. As such, these genes act as dominant 
negatives. Thus, the yeast will eventually senesce. Such cells may be used in screens 
for inhibitory drugs, which will allow growth of yeast past the time of senescence. 

Purified telomerase protein, reference variant protein, or fragments, may 
25 be used in assays to screen for inhibitory drugs. These assays will typically be 
performed in vitro and utilize any of the methods described above or that are known in 
the art. The protein may also be crystallized and subjected to X-ray analysis to 
determine its 3-dimensional structure. 

B. Therapeutics 

30 The compositions and methods disclosed herein may also be used as 

therapeutics in the treatment of diseases and disorders to effect any of the telomerase 
activities in a cell. Treatment means any amelioration of the disease or disorder, such 
as alleviating symptoms of the disease or disorder, reduction of tumor cell mass and the 
like. For example, inhibitors of enzyme activity may be used to restrict proliferation of 

35 cells. 
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Many diseases and disorders are tightly associated with proliferation and 
proliferative potential. One of the most apparent diseases involving unwanted 
proliferation is cancer. The methods and compositions described herein may be used to 
treat cancers, such as melanomas, other skin cancers, neuroblastomas, breast 

5 carcinomas, colon carcinomas, leukemias, lymphomas, osteosarcomas, and the like. 
Other diseases and disorders amenable for treatment within the context of the present 
invention include those of excessive cell proliferation (increased proliferation rate over 
normal counterpart cells from the same or different individual) such as smooth muscle 
cell hyperplasias, skin growths, and the like. Yet other diseases and disorders would 

10 benefit from increased telomerase activity. Enhancers of telomerase may be used to 
stimulate stem cell proliferation and possibly differentiation. As such, expansion of 
hematopoietic stem cells could be administered in the bone marrow transplant context. 
As well, many tissues have stem cells. Proliferation of these cells may be beneficial for 
wound healing, hair growth, treatment of diseases, such as Wilm's tumor, and the like. 

15 Certain of the inhibitors or enhancers may be administered by way of an 

expression vector. Many techniques for introduction of nucleic acids into cells are 
known. Such methods include retroviral vectors and subsequent retrovirus infection, 
adenovirals or adeno-associated viral vectors and subsequent infection, complexes of 
nucleic acid with a condensing agent (e.g., poly-lysine), these complexes or viral 

20 vectors may be targeted to particular cell types by way of an incorporated ligand. Many 
ligands specific for tumor cells and other cells are well known in the art. 

As noted above, within certain aspects of the present invention, nucleic 
acids encoding ribozymes, antisense, dominant-negative telomerases, portions of 
telomerase and the like may be utilized to inhibit telomerase activity by introducing a 

25 functional gene to a cell of interest. This may be accomplished by either delivering a 
synthesized gene to the cell or by delivery of DNA or cDNA capable of in vivo 
transcription of the gene product. More specifically, in order to produce products in 
vivo, a nucleic acid sequence coding for the product is placed under the control of a 
eukaryotic promoter (e.g., a pol III promoter, CMV or SV40 promoter). Where it is 

30 desired to more specifically control transcription, the gene may be placed under the 
control of a tissue or cell specific promoter (e.g., to target .cells in the liver), or an 
inducible promoter. 

A wide variety of vectors may be utilized within the context of the 
present invention, including for example, plasmids, viruses, retrotransposons and 

35 cosmids. Representative examples include adenoviral vectors (e.g., WO 94/26914, WO 
93/9191; Yei et al., Gene Therapy 7:192-200, 1994; Kolls et al., PNAS Pi(l):215-219, 
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1994; Kass-Eisler et al. f PNAS 90(24): 11 498-502, 1993; Guzman et al., Circulation 
«5(6):2838-48, 1993; Guzman et al., Cir. Res. 73(6): 1202-1207, 1993; Zabner et al., 
Cell 75(2):207-216, 1993; Li et al., Hum Gene Ther. 4(4):403-409, 1993; Caillaud et 
al., Eur. J. Neuroscl 5(10):1287-1291, 1993), adeno-associated type 1 ("AAV-l") or 
5 adeno-associated type 2 ( H AAV-2 n ) vectors (see WO 95/13365; Flotte et al., PNAS 
P0(22): 1 06 1 3- 1 06 1 7, 1993), hepatitis delta vectors, live, attenuated delta viruses and 
herpes viral vectors (e.g., U.S. Patent No. 5,288,641), as well as vectors which are 
disclosed within U.S. Patent No. 5,166,320. Other representative vectors include 
retroviral vectors (e.g., EP 0 415 731; WO 90/07936; WO 91/02805; WO 94/03622; 

10 WO 93/25698; WO 93/25234; U.S. Patent No. 5,219,740; WO 93/11230; WO 
93/10218. For methods and other compositions, see U.S. Patent Nos. 5,756,264; 
5,741,486; 5,733,761; 5,707,618; 5,702,384; 5,656,465; 5,547,932; 5,529,774; 
5,672,510; 5,399,346, and 5,712,378.) 

Within certain aspects of the invention, nucleic acid molecules may be 

15 introduced into a host cell utilizing a vehicle, or by various physical methods. 
Representative examples of such methods include transformation using calcium 
phosphate precipitation (Dubensky et al., PNAS 57:7529-7533, 1984), direct 
microinjection of such nucleic acid molecules into intact target cells (Acsadi et al., 
Nature 552:815-818, 1991), and electroporation whereby cells suspended in a 

20 conducting solution are subjected to an intense electric field in order to transiently 
polarize the membrane, allowing entry of the nucleic acid molecules. Other procedures 
include the use of nucleic acid molecules linked to an inactive adenovirus (Cotton et al., 
PNAS 89:6094, 1990), lipofection (Feigner et al., Proc. Natl Acad Sci. USA £4:7413- 
7417, 1989), microprojectile bombardment (Williams et al., PNAS 55:2726-2730, 

25 1991), polycation compounds such as polylysine, receptor specific iigands, liposomes 
entrapping the nucleic acid molecules, spheroplast fusion whereby E. coli containing 
the nucleic acid molecules are stripped of their outer cell walls and fused to animal cells 
using polyethylene glycol, viral transduction, (Cline et al., Pharmac. Ther. 29:69, 1985; 
and Friedmann et al., Science 244:1275, 1989), and DNA ligand (Wu et al, J. of Biol 

30 Chem. 264:16985-16987, 1989), as well as psoralen inactivated viruses such as Sendai 
or Adenovirus. In one embodiment, the nucleic acid molecule is introduced into the 
host cell using a liposome. 

Administration of effectors will generally follow established protocols. 
The compounds of the present invention may be administered either alone, or as a 

35 pharmaceutical composition. Briefly, pharmaceutical compositions of the present 
invention may comprise one or more of the inhibitors or enhancers as described herein, 
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in combination with one or more pharmaceutically or physiologically acceptable 
carriers, diluents or excipients. Such compositions may comprise buffers such as 
neutral buffered saline, phosphate buffered saline and the like, carbohydrates such as 
glucose, mannose, sucrose or dextrans, mannitol, proteins, polypeptides or amino acids 
such as glycine, antioxidants, chelating agents such as EDTA or glutathione, adjuvants 
(e.g., aluminum hydroxide) and preservatives. In addition, pharmaceutical 
compositions of the present invention may also contain one or more additional active 
ingredients. Effectors may be further coupled with a targeting moiety that binds a cell 
surface receptor specific to the proliferating cells. 

Compositions of the present invention may be formulated for the manner 
of administration indicated, including for example, for oral, nasal, venous, intracranial, 
intraperitoneal, subcutaneous, or intramuscular administration. Within other 
embodiments of the invention, the compositions described herein may be aoministered 
as part of a sustained release implant. Within yet other embodiments, compositions of 
the present invention may be formulized as a lyophilizate, utilizing appropriate 
excipients which provide stability as a lyophilizate, and subsequent to rehydration. 

As noted above, pharmaceutical compositions also are provided by this 
invention. These compositions contain any of the above described ribozymes, DNA 
molecules, proteins, chemicals, vectors, or host cells, along with a pharmaceutically or 
20 physiologically acceptable carrier, excipients or diluents. Generally, such carriers 
should be nontoxic to recipients at the dosages and concentrations employed. 
Ordinarily, the preparation of such compositions entails combining the therapeutic 
agent with buffers, antioxidants such as ascorbic acid, low molecular weight (less than 
about 10 residues) polypeptides, proteins, amino acids, carbohydrates including 
25 glucose, sucrose or dextrins, chelating agents such as EDTA, glutathione and other 
stabilizers and excipients. Neutral buffered saline or saline mixed with nonspecific 
serum albumin are exemplary appropriate diluents. 

In addition, the pharmaceutical compositions of the present invention 
may be prepared as medicaments for administration by a variety of different routes, 
30 including for example intraarticularly, intracranially, intradermally, intrahepatically, 
intramuscularly, intraocularly, intraperitoneally, intrathecaUy, intravenously, 
subcutaneously or even directly into a tumor. In addition, pharmaceutical compositions 
of the present invention may be placed within containers, along with packaging material 
which provides instructions regarding the use of such pharmaceutical compositions. 
35 Generally, such instructions will include a tangible expression describing the reagent 
concentration, as well as within certain embodiments, relative amounts of excipient 
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ingredients or diluents (e.g., water, saline or PBS) which may be necessary to 
reconstitute the pharmaceutical composition. Pharmaceutical compositions are useful 
for both diagnostic or therapeutic purposes. 

Pharmaceutical compositions of the present invention may be 
administered in a manner appropriate to the disease to be treated (or prevented). The 
quantity and frequency of administration will be determined by such factors as the 
condition of the patient, and the type and severity of the patient's disease. Dosages may 
be determined most accurately during clinical trials. Patients may be monitored for 
therapeutic effectiveness by appropriate technology, including signs of clinical 
exacerbation, imaging and the like. 

The following examples are offered by way of illustration, and not by 
way of limitation. 
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EXAMPLES 
EXAMPLE 1 

Identification and Isolation of the Human Telomerase Gene 

5 

A human telomerase gene is identified in a cDNA library constructed 
from a cancer cell line. The cDNA is subjected to DNA sequence analysis (Kilian et 
al., supra). 

An EST sequence, GenBank Accession No. AA281296, is identified as 

10 partial telomerase gene sequence by a BLAST search against the Euplotes telomerase 
sequence, GenBank Accession No. U95964 (p=3.2 x 10" 6 ). Amino acid sequence 
identity between the two sequences is approximately 38% and amino acid sequence 
similarity is approximately 60%. 

To obtain longer clones of hTl, a number of cDNA libraries prepared 

15 from tumor cells are screened by amplification using primers from within the EST 
sequence. Primers HT1553F and HT1920R, based on the EST sequence, are used to 
amplify an approximately 350 bp fragment in a variety of cDNA libraries. The 
amplification reaction is performed under "hot start" conditions. Amplification cycles 
are 4 min at 95°C; 1 min at 80°C; 30 cycles of 30 sec at 94°C, 30 sec at 55°C, 1 min at 

20 72°C°; and 5 min at 72°C. An amplified product of the expected size (-350 bp) is 
detected in only 3 of the 12 libraries screened. No fragment is detectable in a testis 
cDNA library, somatic cell libraries, and a variety of cancer cell cDNA libraries. 
However, an abundant 350 bp fragment is detected in a cDNA library from LIM 1215 
cells, a colon cancer cell line. In this library, and in several others, an additional 

25 fragment of around 170 bp was amplified. 

Two approaches are followed to obtain longer clones from the LIM1215 
library: screening plaques with a 32 *P-labeled EST probe and amplification on library 
DNA. A single positive plaque, designated 53.2, with a 1.9 kb insert is obtained by 
hybridization of the library with the EST probe. DNA sequence analysis of this clone 

30 demonstrates that it extends both 5' and 3' of the EST sequence, but did not contain a 
single open reading frame (ORF). A fragment obtained from amplification analysis of 
the library is similar in sequence to the 53.2 fragment but also contains two additional 
sequences of 36bp and >300bp. Both insertions demonstrate characteristics of splice 
acceptor and donor sequences at their boundaries relative to the 53.2 sequence and may 

35 represent unspliced introns. Amplification using primers T7 and HT1553F, yields an 
approximately 1.6 kb fragment; and using primers T3 and HT1893R, yields an 
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approximately 0.7 kb fragment. Each of these fragments support amplification of a 320 
bp fragment using primers HTEL1553F and HT1893R. 

Longer clones may also be obtained by amplification of mRNA samples. 
Reverse transcriptase PCR (RT-PCR) on LIM1215 mRNA identifies a number of 
5 additional PCR products, including one with a 182 bp insertion relative to 53.2 that 
results in a single open reading frame (ORF). cDNA is synthesized from RNAs isolated 
from normal and tumor tissues. RT-PCR followed by nested amplification is performed 
using the Titan RT-PCR system (Boehringer-Mannheim). Amplification conditions are 
as follows: 95°C for 2 min, two cycles of 94°C for 30 sec, 65°C for 30 sec and 68°C for 
10 3 min, 2 cycles of 94°C for 30 sec, 63°C for 30 sec, 68°C for 3 min, 34 cycles of 94°C 
for 30 sec, 60°C for 30 sec and 68°C for 3 min. RT-PCR products are diluted 100 fold, 
and 1 ul is used for nested amplification using Taq polymerase with buffer Q (Qiagen). 
Amplification conditions are as above, except that the final step is 14 cycles. For 
normal tissues and tumors, amplification products are resolved by electrophoresis in 
15 1.5% agarose gel, transferred to Zetaprobe membrane and probed with radiolabeled 
oligonucleotide HT 1 69 1 F. 

The DNA sequence is also extended 5' and 3' using a combination of 
cRACE and 3' RACE, respectively, on L1M1215 mRNA to give a fragment of 3871 bp 
designated hTl (Figure 1). Two rounds of cRACE are carried out to extend the 
20 sequence of hTl and map the transcription initiation site. 500 ng LIM1215 polyA+ 
RNA is used as the template. First strand cDNA synthesis is primed using the 
HT1576R primer. The first round of amplification on the ligation product (using the 
XL-PCR system) employs the HT1157R and HT1262F primers. Amplification 
products are purified using Qiagen columns, and further amplified using primers 
25 HT1114R and HT1553F. A resulting 1.4 kb band is subjected to DNA sequence 
analysis, and a new set of primers are designed based on this sequence. For the second 
round of cRACE, the first strand cDNA is primed with the HT220R primer. The first 
round of amplification utilizes the HT0142R and HT0141F primers. Products are 
purified as above and amplified using HT0093 and HT0163F primers. A product of 
30 100 bp is observed and subjected to sequence analysis in two independent experiments 
to define the 5' end of the hTl transcript. The 5' end of the transcript is also obtained by 
amplification using primer HtelFulcodT 5'- 

AGGAGATCTCGCGATGCCGCGCGCTC-3 ' and HtelFulcodB 5'- 
TCCACGCGTCCTGCCCGGGTG-3' on LIM1215 RNA. The resulting amplified 
35 product was digested with Mlu I and Bgl II and ligated to the rernaining telomerase 
cDNA sequence. 
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The 3'-most sequences of the transcript are obtained by two rounds of 
amplification (XL-PCR system) using EBHT18 in both rounds as the reverse primer, 
and HT2761F and HT31 14F as the forward primers in the first and second rounds,' 
respectively. 

The size of hTl accords well with the size estimated from the Northern 
blot (see below) for the most abundant RNA species in LIM1215 RNA. Approximately 
3.9 kb of DNA sequence is presented in Figure 1. The sequence found in the EST is 
located from nucleotides 1624-2012. The predicted amino acid sequence of the largest 
open reading frame is also presented in Figure 1. As presented, the protein is 1132 
amino acids. 



Name 



Table 2 



Oliqo Sequence 



15 


HT0028F 


5' 


- GCTGGTGCAGCGCGGGGACC 




HT 5 f Met 




UAf.AAGCTTGAATTCACATCTCACCATGAAGGAGCTGGTGGCCCGAGT 




HT0093R 


5' 


- GGC'ACGCACACCAGGCACTG 




HT0141F 


5' 


- CCTGCCTGAAGGAGCTGGTG 




HT0142R 


5' 


- GGACACCTGGCGGAAGGAG 


20 


HT0163F 


5' 


- CCGAGTGCTGCAGAGGCTGT 




HT0220R 


5' 


- GAAGCCGAAGGCCAGCACGTTCTT 




HT1262F 


5' 


- GTGCAGCTGCTCCGCCAGCACA 




HT1114R 


5' 


- GTTCCCAAGCAGCTCCAGAAACAG 




HT1157R 


5' 


- GGCAGTGCGTCTTGAGGAGCA 


25 


HT1553F 


5' 


- CAt:TGGCTGATGAGTGTGTAC 




HT1576R 


5' 


- GACGTACACACTCATCAGCCAG 




HT1590F 


5' 


- GGTCTTTCTTTTATGTCACGGAG 




HT1691F 


5' 


- CACTTGAAGAGGGTGCAGCT 




HT1875F 


5' 


- GTCTCACCTCGAGGGTGAAG 


30 


HT1893R 


5' 


- TTCACCCTCGAGGTGAGACGCT 




HT1920R 


5' 


- TCGTAGTTGAGCACGCTGAAC 




HT2026F 


5' 


- GCCTGAGCTGTACTTTGTCAA 




HTM2028F 


5' 


- CTGAGCTGTACTTTGTCAAGGACA 




HT2230F 


5' 


- GTACATGCGACAGTTCGTGGCTCA 


35 


HT2356R 


5' 


- CATGAAGCGTAGGAAGACGTCGAAGA 




HT2482R 


5' 


- CGCAAACAGCTTGTTCTCCATGTC 
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25 



HT2761F 


5' 




HT2781R 


5' 




HT3114F 


5' 


- CCTCCGAGGCCGTGCAGT 


HT3292B 


5' 


- CACCTCAAGCTTTCTAGATCAGTCCAGGATGGTCTTGAAGTCA 


HT3689R 


5' 


— GfiAAf^fSPA A APr'&rvTT'B. r , r , r , nr^i\ 


EBHT18 


5' 


^rtv-ortrii i oLrHAoL 1 1 XTTTTTTTTTTTTTTT 


HT-RNA-F 


5 1 






5 


- GCAGTGGTGAGCCGAGTCCTG 


HT-RNA598F 


5' 


- CGACTTTGGAGGTGCCTTCA 


HTel 5'T 


5 f 


- GCTGGTGCAGCGCGGGGACC 


HTel979T 


5' 


- GAGGTGCAGAGCGACTACTCCA 


HTell335T 


5' 


- GTCTCACCTCGAGGGTGAAG 


HTel71T 


5' 


- GGCTGCTCCTGCGTTTGGTGGA 



15 HTel21B(Top)5* 
HTel21TBct) 5' 
HTel-7B 5' 
HTel+256B 5» 
HtellntronT 5' 

20 Htel 3'CODB 5' 
Htel 1210B 5* 
Htel 1274B 5' 
Htel 1624b 5' 
hTR TAG 5 * 



hTR 5'T7 
hTR 3 f PstI 



GCCAGAGATGGAGCCACCC 

GGGTGGCTCCATCTCTGGC 

CCGCACGCTCATCTTCCACGT 

GCTTGGGGATGAAGCGGTC 

CGCCTGAGCTGTACTTTGTCA 

CACCTCAAGCTTTCTAGATCAGCTAGCGGCCCAGCCCAACTCCCCT 
GCAGCACACATGCGTGAAACCTGT 
GTGTCAGAGATGACGCGCAGGAA 
ACCCACACTTGCCTGTCCTGAGT 

ACTGGATCCTTGACAATTAATGCATCGGCTCGTATAATGTGTGGAGGGTTGCGGAGGG 
TGGGC 

CTGTAATACGACTCACTATAGGGTTGCGGAGGGTGGGC 

CACCTGCAGACATGCGTTTCGTCCTCACGGACTCATCAGGCCAGCTGGCGACGCATGTGT 
GAGCCGAGTCCTG 



30 BT- 


•177 


5* 


- GGATCCGCCGCAGAGCACCGTCTG 


BT- 


■178 


5' 


- CGAAGCTTTCAGTGGGCCGGCATCTGAAC 


BT- 


■179 


5' 


- CGAAGCTTTCACAGGCCCAGCCCAACTCC 


BT- 


182 


5' 


- GCGGATCCAGAGCCACGTCCTACGTC 


BT- 


183 


5' 


- GCGGATCCGTTCAGATGCCGGCCCAC 



35 
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EXAMPLE 2 

hTI Sequence and Alignment with other Telomerases 



Multiple sequence alignment demonstrates that the predicted hTI protein 
5 is co-linear with the Euplotes and S. cerevisae telomerase catalytic subunits over their 
entire lengths (Figure 2). Although the overall homology between the three proteins is 
relatively low (approximately 40% similarity in all pairwise combinations) the overall 
structure of the protein seems to be well conserved. Four major domains: N-tenninal, 
basic, reverse transcriptase (RT) and C-terminal are present in all three proteins. The 
0 highest area of sequence similarity is within the RT domain. Notably, all the motifs 
characteristic of the Euplotes RT domain are present and all amino acid residues 
implicated in RT catalysis are conserved in the hTI sequence (Lingner et al., Science 
276: 561-567, 1997). 

Recently, protein phosphatase 2A treatment of human breast cancer cell 
5 extracts has been shown to inhibit telomerase activity (Li et al., J. Biol Chem. 272: 
16729-16732, 1997). It is not known whether this effect is direct, but it raises the 
possibility of regulation of telomerase activity by protein phosphorylation. The 
predicted hTI protein does contain numerous potential phosphorylation sites, including 
1 1 SP or TP dipeptides, which are potential sites for cell cycle dependent kinases. 



EXAMPLE 3 
Characterization of Telomerase Gene 



Northern analysis and Southern analysis are performed to determine the 
size of the telomerase transcript and whether telomerase gene is amplified in tumors 
cells. 

For Northern analysis, polyA mRNA is isolated from LIM 1215 cells 
and from CCD fibroblasts. CCD is a primary human fibroblast cell line. Briefly cells 
are lysed by homogenization in a buffered solution (0. 1 M NaCl, 1 0 mM Tris, pH 7.4, 1 
mM EDTA) containing detergent (0.1% SDS) and 200 u.g/ml of proteinase K. SDs'is 
added to the lysate to a final concentration of 0.5%, and the lysate is incubated at 60°C 
for 1 hr and 37°C for 20 min. The lysate is then incubated for 1 hr with a slurry oligo 
dT-cellulose that has been pre-cycled in 0. 1 M NaOH and equilibrated in 0.5 M NaCl, 
10 mM Tris pH 7.4, 1 mM EDTA, and 0.1% SDS. The resin is collected by 
centrifugation, batch washed in the equilibration buffer, and loaded into a column. The 



WO 99/01560 



45 



PCT/US98/13835 



mRNA is eluted with wanned (37°C) buffer (10 mM Tris pH 7.4, 0.1 mM EDTA) and 
ethanoi precipitated. 

Approximately 3 \ig of polyadenylated RNA is electrophoresed in a 
0,.85% formaldehyde-agarose gel (see Sampbrook et al., supra) and transferred 
5 overnight to Genescreen plus (Bio-Rad, CA). The membrane is hybridized with a 32 P- 
labeled telomerase-specific probe (390 bp insert corresponding to the EST sequence). 
After washing the blot at high stringency, a prominent -3.8 kb band is observed in 
mRNA from LIM 1215, bul not in mRNA from CCD fibroblasts (Figure 3). 
Subsequent hybridization of the same membrane with a probe for glyceraldehyde 6- 

10 phosphate dehydrogenate demonstrated an equivalently strong band in both mRNAs, 
indicating that each lane contained a similar amount of high quality RNA. The 
presence of larger transcripts (especially a ~ 8 kb heterodispersed band) is also visible 
only in LIM1215 RNA (Fig. 10, upper panel.). These findings provide an indication of 
additional hTl-specific mRNA and also that hTl may be preferentially expressed in 

15 tumor versus normal cells. 

For Southern analysis, DNA is isolated from human peripheral blood 
mononuclear cells and LIM 1215. Approximately 10 ug of DNAs are digested with 
Hind HI, Xba I, Eco RI, Bamm, and Pst\, electrophoresed in a 1% agarose gel, and 
transferred to a nylon membrane. For controls, plasmid DNA containing human 
telomerase is titrated to approximately the equivalent of 10 copies, 5 copies, and 1 copy 
per 10 ug genomic DNA and electrophoresed on the same gel. A 390 bp fragment of 
telomerase gene (containing the EST sequence) is 32 P-labeled and hybridized under 
normal stringency conditions. The filter is washed in 2X SSC, 0.1% SDS at 55°C. A 
scanned phosphor image is presented in Figure 4. As shown, the telomerase gene does 
25 not appear to be amplified or rearranged in LIM1215 as there is not significant 
difference in the pattern or intensity of hybridization when comparing LIM 1215 to 
PBMC DNA. Moreover, telomerase appears to be a single copy gene, as all digestions 
except Pst I yielded a single band. 

30 EXAMPLE 4 

HTl Expression Patterns 

Although telomerase activity has been widely associated with tumor 
cells and the germline, it has only recently been recognized that certain normal 
35 mammalian tissues express low levels of telomerase activity. hTl expression is not 
detected in primary fibroblast RNA, and amplification of several commercially 
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available cDNA libraries from lung, heart, liver, pancreas, hippocampus, fetal brain, and 
testis using primers for the EST region, did not reveal any products. 

However, the expression of hTl in normal tissues that have previously 
been shown to have telomerase activity (colon, testis and peripheral blood lymphocytes) 
are examined, as well as a number of melanoma and breast cancer samples. RNA is 
isolated from normal human colon, testis and circulating lymphocytes, and from tissue 
sections of tumor samples, and subjected to RT-PCR analysis. Amplification products 
from cDNA are easily distinguished from products resulting from contaminating 
genomic DNA, as a product of -300 bp is observed using cDNA as a template and a 
product of 2.7 kb is observed using genomic DNA as a template. hTl transcripts are 
detected in both colon and testis, in the majority of tumor samples, and very weakly in 
the lymphocyte RNA (Figure 5, upper panel). Interestingly, two of the breast cancer 
samples are negative for hTl expression, despite containing comparable amounts of 
RNA to the other samples, as judged by amplification of P-actin as a positive control 
15 (Figure 5, lower panel). 

Acquisition of telomerase activity appears to be an important aspect of 
the immortalization process. The expression of hTl in a number of matched pairs of 
pre-crisis cell cultures and post-crisis cell lines is determined using RT-PCR followed 
by amplification from nested primers (Figure 6, upper panel). These cell lines are 
telomerase negative (pre-crisis cell line) and positive (post-crisis cell lines), 
respectively, using the TRAP assay (Bryan et al., EMBO J. 14: 4240-4248, 1995). In 
two matched pairs, BFT-3B and BET-3K, hTl is detected only in the post-crisis cell 
lines (compare lanes a and b, lanes e and f). While the post-crisis line (lanes d, f) in the 
BFT-3K set shows an abundant hTl band, a fragment of the same size is also weakly 
present in the pre-crisis (lanes c, e) culture sample. In addition, two of the three post- 
crisis cell lines demonstrate the presence of an additional unexpected fragment of 320 
bp, and this product is also observed when colon and testis mRNA are analyzed on high 
resolution gels. 

Three immortalized telomerase-negative (ALT) cell lines are also 
analyzed for hTl expression (Figure 6, lanes g, h, i). Two of the lines appear negative 
for hTl expression, but in one line (IIICF-T/B1), a product of approximately 320 bp is 
again amplified (Figure 6, lane i), similar to the post-crisis, colon and testis samples. 
DNA sequence analysis of the 320 bp product from the line IIICF-T/B1 (ALT) reveals 
the presence of a 38 bp insertion, relative to the expected product. The possibility that 
this is an amplification from genomic DNA rather than mRNA is ruled out by 
performing amplification with the same primers but using genomic DNA as the 
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template. Under these conditions, a 2.7 kb fragment is amplified and its authenticity 
confirmed by partial sequence analysis. 



EXAMPLE 5 

Identification of Alternative Splicing Patterns of Telomerase mRNA 

DNA sequence analysis of clones from the LIM1215 cDNA library and 
the RT-PCR data presented above for the pre-crisis and post-crisis cultures indicated 
that there is a number of different sequence variants within the hTl transcript. To 
systematically survey for variants, RT-PCR is performed using primer pairs covering 
the whole sequence. No variants are observed in the N-terminal and the basic domains, 
but several variants are observed in the RT domain and, to a lesser extent, the C- 
terminal domain. Most notably, there are several RNA variants between RT Motif A 
and RT Motif B (Figure 7A). 

Samples of mRNA are prepared from several different tumors using 
conventional protocols. The tumors are: (1) SLL lung carcinoma, (2) Lymphoma C, 
(3) Lung carcinoma, (4) Medullablastoma A, (5) Lymphoma B, (6) Lymphoma E, (7) 
Tumor sample 47D, (8) Pheochromocystoma, (9) Lymphoma F, (10) Glioma, and (1 1) 
Lymphoma G. The mRNAs from these samples are first reverse transcribed to cDNAs 
and then amplified using primers HT1875F and HT2781R, followed by amplification 
with nested primers HT2026F and HT2482R. Four different amplified products are 
observed in Figure 8: 220 bp (band 1), 250 bp (band 2), 400 bp (band 3) and 430 bp 
(band 4). Strikingly, there is considerable variation among the tumor samples tested 
both in the total number of amplified products and in the quantitative distribution 
among the products. 

Three of these products are isolated from a number of tumor tissues and 
subjected to DNA sequence analysis. One of them, a 220 bp fragment, is equivalent to 
the 53.2 cDNA from the LIM1215 library. The fragment of the -250 bp (band 2) 
contains a 36 bp in-frame insertion, the same insertion that was identified in an 
amplified product from a LIM1215 cDNA library. As the RT-PCR product had the 
same sequence as the product from the cDNA library, it is apparent that the 36 bp 
insertion is not an artifact generated during library construction. The largest product 
(band 4) contains a 182 bp insertion (the same as the larger product amplified earlier 
from LIM1215 RNA) compared to the 250 bp amplicon. Unambiguous sequence for 
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the 400 bp band (band 3) is not obtained. Based on its size, it may contain the 182 bp 
insert but missing the 36 bp insertion present in bands 2 and 4 and absent from band 1 . 

To test the hypothesis that such a transcript exists, a primer, HTM2028F, 
is designed such that amplification ensues only when the 36 bp fragment was missing. 
5 Amplification using HTM2028F and HT2026F primers in combination with HT2356R 
demonstrate that transcripts containing the 182 bp fragment but missing the 36 bp 
fragment are present in LIM12 1 5 RNA (Figure 9, lanes a and b). The same top strand 
primers (HTM2028F and HT2026F) in combination with HT2482R primer amplify a 
number of products from LIM1215 RNA (Figure 9, lanes c and d), most of which 

10 represent bands 1- 4 as determined by direct sequence analysis of PCR products. An 
amplified fragment of 650 bp using HTM2028F and HT2482R primers represents 
another, not yet fully characterized, alternatively spliced telomerase variant in the RT- 
MotifA/RT Motif B region. For clarity of presentation, the protein sequence giving the 
best match with Euplotes and S. cerevisiae proteins is presented in Figure 1 as the 

15 reference sequence. 

Specifically, there are at least seven inserts or introns that can be present 
(or absent) from telomerase RNA. (1) The 5'-most sequence (Y) is located between 
bases 222 and 223. (2) the insert (X) is located between bases 1766 and 1767. A partial 
sequence is determined and is presented in Figure 10. Termination codons are present 
in all three reading frames. Thus, a truncated protein without any of the Rtase motifs 
would be produced. (2) A sequence, indicated as "1" in Figure 7, is located between 
bases 1950 and 1951. This intronic sequence is 38 bp (Figure 10) and appears to be 
present in ALT and most tumor lines. The presence of this sequence adds 13 amino 
acids and shifts the reading frame, such that a termination codon (TGA) is in frame at 
nucleotide 1973. (3) A sequence, indicated as "a" in Figure 7, is located between bases 
2130 and 2167. This sequence is 36 bp (Figure 10) and its absence removes RTase 
motif "A" but does not alter the reading frame. (4) A sequence, indicated as "P" in 
Figure 7 is present between bases 2286 and 2469. The insert is 182 bases (Figure 10) 
and its absence causes a reading frame-shift and a termination codon in RTase motif 5 
at nucleotide 2604. (5) The sequence "2" in Figure 7 is present between bases 2823 
and 2824. Its length is undetermined; its partial sequence is presented in Figure 10. 
The presence of this insert causes a truncated telomerase protein, as the first codon of 
the insert is a termination codon. (6) The sequence "3" is a 159 bp insert (Figure 10) 
between bases 3157 and 3158. Its presence leads to a telomerase protein with an altered 
COOH-terminus. The insert contains a stop codon. Moreover, sequence "3" has a 
putative binding site for the SH3 domain of c-abl (PXXXXPXXP; PEMEPPRRP). 
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The transcript that most closely aligns with Euplotes and yeast 
telomerases by amino acid similarity contains sequences A and B, and does not contain 
sequence C. The nucleotide and amino acid sequences of eight variants resulting fiom 
mRNAs comprising combinations of sequences A, B, and C are presented in Figure 8. 

5 

EXAMPLE 6 
Recombinant Expression of Human Telomerase 

10 Human telomerase is cloned into bacterial expression vectors. The 

sequence shown in Figure 1 is amplified from LIM 1215 mRNA in two pieces and then 
ligated together. 

For the amplification, first strand cDNA is synthesized and used in an 
amplification reaction (Titan system, Boehringer, IN) with a mixture of DNA 

15 polymerases, such that a proofreading thermostable enzyme {e.g. , rTth)is used with Taq 
DNA polymerase. As much of the mRNA in LIM 1215 lacks sequence B (Figure 9), 
the amplification primers are designed such that one primer of each pair is within 
sequence B, on either side of the Sac I site at nucleotide 2271 (Figure 1). The 5' portion 
is first amplified from cDNA using HT2356R and HT0028F primers (cycle conditions: 

20 70°C, 2 min; then added primer sequences equilibrated to 50°C; 50°C, 30 min; 95°C, 2 
min; 2 cycles of 94°C, 30 sec; 65°C, 30 sec; 3 cycles of 94°C, 30 sec; 63°C, 30 sec; 68° 
C 3 min; 32 cycles of 94°C, 30 sec; 60°C, 30 sec; 68°C, 3 min). The extreme 5' portion 
of the telomerase gene is then ligated in Eco RI/ Sac I digested pTTQ18 (Amersham 
Internationa] pic, Buckinghamshire, England) and pBluescriptll KS+, and the sequence 

25 verified. 

To obtain the 3' end, LIM 1215 cDNA is amplified using HT2230F and a 
HT3292B primer that is complementary to the sequence encoding the very C-terminus 
of telomerase. The amplification products are digested with Hind III and Sac I and 
inserted into pTTQ 1 8 and pBluescript II KS+. The 5' and 3* ends are also cloned joined 

30 at the native Sac 1 site in pTTQ 1 8 both as a Hexa-His fusion and a non-fusion protein. 

The plasmid pTTQ18-Htel is transfected into bacterial cells (e.g., 
BL21(DE3)). Over expression of the protein is accomplished upon induction with 
IPTG. The bacteria are collected by centrifugation and lysed in lysis buffer (20 mM 
NaP0 4 , pH 7.0, 5 mM EDTA, 5 mM EGTA, 1 mM DTT, 0.5 ug/ml leupeptin, 1 ug/ml 

35 aprotinin, 0.7 ug/ml pepstatin). This mixture is evenly suspended via a Polytron 
homogenizer and the cells are broken open by agitation with glass beads or passage 
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through a microfluidizer. The resulting lysate is centrifuged at 50,000 ipm for 45 min. 
The supernatant is diluted with 20 mM NaP0 4) 1 mM EDTA, pH 7.0 (buffer A). The 
diluted lysate supernatant is then loaded onto a SP-Sepharose or equivalent column, and 
a linear gradient of 0 to 30% SP Buffer B (1 M NaCl, 20 mM NaP0 4 , 1 mM EDTA, pH 
7.0) in Buffer A with a total of 6 column volumes is applied. Fractions containing 
telomerase are combined. Further purifications can be performed. 

For hexa-His fusion proteins, the lysate is clarified by centrifugation and 
batch absorbed on a Ni-IDA-Sepharose column. The matrix is poured into a column 
and washed with buffer, typically either 50 mM Tris pH 7.6, 1 mM DTT; 50 mM MES 
pH 7.0, or IMAC buffer (for hexa-his fusions). The telomerase protein bound to the 
matrix is eluted in NaCl containing buffer. 



EXAMPLE 7 

Recombinant Expression of Human Telomerase RNA Component 

The human telomerase RNA component is first isolated by amplification 
from genomic DNA. The amplification primers are telRNA T and telRNA 598B 
(Figure 5). Amplification condiiions are 95°C, 3 min; addition of polymerase; 80°C 2 
min; 3 5 cycles of 94°C, 30 sec; 68°C, 2 min . 

The amplified product is inserted into pBluescript after another 
amplification using hTR TAC (has a tac promoter sequence) and hTR 3'Pst (has a cis- 
acting ribozyme sequence) primers. The pBluescript insert is then isolated and ligated 
topACYC177. 



EXAMPLE 8 
Expression of Human Telomerase Subregions 

The RTase domain of human telomerase is determined by sequence 
comparison with Moloney MuLV reverse transcriptase. The fingers/palm region of 
Moloney MuLV reverse transcriptase forms a stable unit for crystallization (Georgiadis 
et al., Structure 3: 879, 1995). A number of residues and motifs are conserved in the 
active site of both proteins. Primers are designed to amplify the RTase domain and the 
fingers/palm domain for insertion into an expression vector and subsequent protein 
isolation. 
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Fragment ID 


Primers 


Amino acids 


I 


BT-177/BT-178 


AAEH...-> ...VQMPAH 


II 


BT-177/BT-179 


AAEH... -> ...VGLGL 


III 


BT-182/BT-179 


RATS... ...VGLGL 


IV 


BT-183/BT-179 


VQMPAH... -> ...VGLGL 



Fragment I encodes the "fingers and palm" domain that corresponds to 
MoMuLV. The C-terminal "thumb" and "connection" (see, Kohlstaedt et al. Science 
5 256: 1783, 1 992) are deleted. Fragment II encodes the telomerase reverse transcriptase 
domain, as well as the C-terminal "connection" domain. The N-terminus is chosen by 
size comparison with the MoMuLV RTase structure. Fragment III encodes the C- 
terminus of the protein. The RATS sequence is located within the RTase domain (palm 
region) of the protein. Fragment IV encodes the C-terminal region containing the 
"thumb" and "connection" domains and may function as a regulatory element. The 
connection domain in HIV-1 is able to block the catalytic cleft of HIV RTase in the 
absence of the RNase domain (Kohlstaedt et al, supra). In an analogous fashion, the C- 
terminal region may be useful as a regulatory (inhibitory) fragment. Moreover, 
sequence C has a putative binding site for the SH3 domain of c-abl (PXXXXPXXP; 
PEMEPPRRP, see variant 2 sequence of Figure 8). c-abl protein interacts directly with 
the ATM (ataxia telangiectasia) protein (Shafinan et al., Nature 389: 520, 1997), a 
protein apparently involved in cell-cycle control, meiotic recombination, telomer length 
monitoring and DIM A damage response. Binding of c-abl protein may be assessed in 
standard protein-protein interaction methods. As such, an interaction of telomerase and 
c-abl or other SH3-domain containing proteins (e.g., erb2) and regulation by movement 
of the telomerase C-terminus in and out of the catalytic cleft may be controllable using 
the constructs and products described herein. In one instance, regulation may be 
mediated by phosphorylation/dephosphorylation reactions. 

All primers have either a Hind III or a Bam HI site. The amplification 
reaction is performed in IX Pfu buffer, 250 uM dNTPs, 100 ng each primer, clone 53.2 
template DNA using the following cycling conditions: 94°C for 2 mim 25 cycles of 
either 55°C, 60°C. or 65°C for 2 min, 72°C for 2 min, 94°C for 1 min; followed by 72° 
C for 10 min. Products of the predicted length are obtained (966 bp for BT-177/BT- 
178; 1479 bp for BT-177/BT-179; 824 bp for BT-182/BT-179; 529 bp for BT-183/BT- 
179). The amplified products are extracted with phenol:CHCL3 and precipitated with 
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ethanol. The products are resuspended and digested with the appropriate enzyme that 
cleaves in the primer sequence. 

The digested products are ligated to pBluescript that is digested with 
enzymes that leave compatible ends. The inserts are digested with Hind IU and 
5 partially digested with Bam HI for ligation to pGEX. The plasmid is transfected in 
BL21(DE3) cells and selected on ampicillin plates. Colonies are picked and grown 
overnight in liquid broth. An aliquot is diluted in Terrific Broth with lOOug/ml 
ampicillin. The cells are grown at 37°C and induced with 0.5 mM IPTG at 
approximately O.D. 6.8. Growth is continued for 5 hours. Cells are collected by 

10 centrifugation and may be processed immediately or frozen at -70°C until needed. 

Protein is purified from lysed cells. Cell pellets are lysed by vortexing in 
50 mM Tris pH 8.0, 10 mM 2-ME, 1 mg/ml lysozyme, 0.5% Triton X-100, 1 ng/ml 
pepstatin, 10 ug/ml leupeptin, 10 ug/ml aprotinin, 0.5 mM PMSF, and 2 mM EDTA 
and a freeze/thaw cycle. Lysates are clarified by centrifugation. Supernatant is added 

15 to a 50% slurry of GSH-Sepharose, rotated at 4°C for 2 hr. The matrix is washed twice 
with lysis buffer, followed by 50 mM Tris, pH 8.0, 10 mM 2-ME. For analysis by 
SDS-PAGE gel electrophoresis, sample buffer with 150 mM 2-ME is added and the 
samples boiled. 



EXAMPLE 9 
Isolation of Murine Telomerase Gene 

The murine telomerase gene is isolated from genomic or cDNA library. 
A mouse genomic library is constructed in A.FIX II vector from strain 129 DNA. The 
library is plated, and plaques are lifted onto nylon membranes. The membranes are 
hybridized with the insert from clone 53.1 (1.9 kb) under normal stringency conditions. 
Six hybridizing plaques are chosen for further analysis. 



EXAMPLE 10 

Demonstration of Telomerase Activity using HT-1 and Telomerase Variants 

Full-length hT-1 sequence is cloned into an expression vector and the 
resulting protein is assayed for telomerase activity. Vector pRc/CMV2 (Invitrogen, 
Carlsbad, CA) is a eukaryotic expression vector that has a multi-cloning site positioned 
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between a promoter, the RSV LTR, and a polyadenylation signal and transcription 
termination sequences from the bovine growth hormone gene. Telomerase sequence in 
which Leu49 codon was converted to a Met codon was inserted into pRc/CMV2. One 
clone, phTCSl, is chosen for further study. The DNA sequence of the 5 1 junction was 

5 determined and confirmed the orientation of the insert. Subsequently, the sequence of 
the y junction was determined and showed a deletion of the polyA signal, but no 
deletion of telomerase coding sequence. 

The clone is transfected into HeLa GM847 cells at passages 44 and 68, 
SUSM-1 cells at passage 18, and RKF-T/A6 cells at passage 40. Cell extracts are 

10 assayed for telomerase activity by the TRAP assay as described herein. As shown in 
Figure 12, a ladder of products indicative of telomerase activity is seen at the 1:100 
dilution of extract from SUSM-1 cells and is not seen in control cells. A ladder is not 
readily detectable at the higher concentration of extract, which may be due to nuclease 
activity in the extract. 

15 Three telomerase variants are constructed: pAKL4 is telomerase with the 

beta region spliced out (Figure 13); pAKI.7 is telomerase with the alternative C- 
terminus insert 3 (Figure 14); and pAKI.14 is telomerase with the alpha region spliced 
out (Figure 15). The 5' end of the telomerase gene was inserted into each of these three 
vectors and the inserts moved to pCIneo expression vector. The variants, along with 

20 reference telomerase in pCIneo are transiently transfected into GM847 cells, which are 
ALT cells having no detectable telomerase activity but which express the RNA subunit 
Ceil extracts are tested in a TRAP assay. The reference telomerase exhibits activity, as 
well as the telomerase with insert 3 (pAKI.7 insert), but the other variants do not 
express activity. 

25 

From the foregoing it will be appreciated that, although specific 
embodiments of the invention have been described herein for purposes of illustration, 
various modifications may be made without deviating from the spirit and scope of the 
invention. Accordingly, the invention is not limited except as by the appended claims. 
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CLAIMS 

We claim: 

1 . An isolated nucleic acid molecule encoding vertebrate telomerase. 

2. The isolated nucleic acid molecule according to claim 1 wherein said 
vertebrate is a human. 

3. The nucleic acid molecule of claim 1, wherein the nucleic acid 
molecule comprises the sequence presented in Figure 1, or hybridizes under normal 
stringency conditions to the complement of the sequence presented in Figure 1, provided that 
the nucleic acid molecule is not EST AA281296. 

4. The nucleic acid molecule of claim 1, wherein the nucleic acid 
molecule encodes the amino acid sequence presented in Figure 1 or 1 1, or variant thereof. 

5. An isolated nucleic acid molecule encoding any of the amino acid 
sequences presented in Figure 1 1 , or hybridizes under normal stringency conditions to the 
complement of the sequences thereof, provided that the nucleic acid molecule is not EST 
AA281296. 

6. An isolated nucleic acid molecule comprising any of the sequences 
presented in Figure 10, or hybridizes under normal stringency conditions to the complement 
of the sequences thereof. 

7. An oligonucleotide comprising from 10 to 100 contiguous nucleotides 
from the sequence presented in Figure 1 or its complement. 

8. An oligonucleotide comprising from 10 to 100 contiguous nucleotides 
from the sequences presented in Figure 10 or the complements thereof. 

9. The oligonucleotide of either of claims 7 or 8, wherein the 
oligonucleotide is labeled. 
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10. The oligonucleotide of claim 9, wherein the label is a radiolabel, a 
chemiluminescent label, or biotin. 

11. An expression vector, comprising a heterologous promoter operably 
linked to a nucleic acid molecule according any of claims 1-6. 

12. The expression vector of claim 11, wherein the vector is selected from 
the group consisting of bacterial vectors, retroviral vectors, adenoviral vectors and yeast 
vectors. 

13. A host cell containing a vector according to either claims 1 1 or 12. 

14. The host cell of claim 13, wherein the cell is selected from the group 
consisting of human cell, monkey cell, mouse cell, rat cell, yeast cell and bacterial cell. 

15. The host cell of claim 13, wherein the cell is a human cell. 

16. An isolated protein comprising a vertebrate telomerase protein. 

17. The protein of claim 1 6, wherein the vertebrate is a human. 

1 8. The protein of claim 16, wherein the protein comprises the amino acid 
sequence presented in Figure 1 or 1 1, or variant thereof. 

19. A portion of a vertebrate telomerase protein. 

20. The portion of claim 19, wherein the amino acid sequence of the 
portion is presented in Figure 1. 

21. The portion of claim 19, wherein the amino acid sequence of the 
portion is presented in Figure 1 1 . 

22. The portion of claim 19, wherein the portion is from 10 to 100 amino 

acids long. 
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23. An antibody that specifically binds to the protein according to either 

claim 16 or 19. 

24. An antibody that specifically binds to a polypeptide encoded by a 
sequence selected from the group consisting of region 1, region a, region p, region 2 and 
region 3. 

25. The antibody according to claim 24, wherein the antibody is a 
monoclonal antibody. 

26. A hybridoma that produces an antibody according to claim 14. 

27. A nucleic acid probe that is capable of specifically hybridizing to a 
nucleic acid molecule encoding a vertebrate telomerase under conditions of normal 
stringency, provided that the probe does not hybridize to nucleotides 1624-2012 presented in 
Figure 1. 

28. The probe of claim 27, wherein the probe is from 12 to 200 nucleotides 

long. 

29. The probe of claim 27, wherein the probe is from 20 to 50 nucleotides 

long. 

30. The probe of claim 17, wherein the nucleic acid molecule has the 
sequence presented in Figure 1 or its complement thereof. 

3 1 . The probe of claim 1 7, wherein the nucleic acid molecule is labeled. 

32. A pair of oligonucleotide primers capable of specifically amplifying all 
or a portion of a nucleic acid molecule encoding human telomerase. 

33. The primers of claim 32, wherein the nucleic acid molecule comprises 
the sequence presented in Figure 1 or its complement. 

34. The primers of claim 32, wherein the nucleic acid molecule comprises 
any of the sequences presented in Figure 1 1 or the complements thereof. 
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35. The primers of claim 32, wherein the pair of primers is capable of 
specifically amplifying sequence comprising all or a part of region 1, region a, region P, 
region 2, region 3 region X or region Y. 

36. The primers of claim 35, wherein the primers flank nucleotide 222, 
1950, 2131-2166, 2287-2468, 2843, or 3157 as presented in Figure 1. 

37. The primers of claim 36, wherein only one of each primer pair flanks 
nucleotide 222, 1950, 2131-2166, 2287-2468, 2843, or 3157 as presented in Figure 1 and the 
other primer of the pair has sequence corresponding to one of the sequences presented in 
Figure 10 or complements thereof. 

38. A pair of oligoprimers capable of specifically amplifying genomic 
sequence presented in Figure 10, wherein the primers amplify more than nucleotides 1 to 38. 

39. An oligonucleotide that hybridizes specifically to a nucleic acid 
sequence in region 1, region a, region p } region 2, region 3 region X or region Y. 

40. The oligonucleotide of claim 39, wherein the oligonucleotide is from 

15 to 36 bases, 

41. A method of diagnosing cancer in a patient, comprising preparing 
tumor cDNA and amplifying the tumor cDNA using primers that specifically amplify human 
telomerase nucleic acid sequence, wherein the detection of telomerase nucleic acid sequences 
is indicative of a diagnosis of cancer. 

42. The method of claim 41, further comprising comparing the amount of 
amplified telomerase sequence to a control, wherein increase telomerase nucleic acid 
sequences over the control is indicative of a diagnosis of cancer. 

43. The method of claim 41, wherein the primers span region 1, region a, 
region p, region 2, region 3 region X or region Y, wherein the pattern of amplification is 
indicative of a diagnoses of cancer. 
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44. The method of claim 43, wherein the primers are Htel Intron T and 

Htel 723B. 

45. The method of claim 44, wherein the primers are Htel335T and 

Htell022B. 

46. A method of determining a pattern of telomerase RNA expression in 
cells, comprising preparing cDNA from mRNA isolated from the cells, amplifying the cDNA 
using primers according to claim 35, therefrom determining the pattern of telomerase RNA 
expression. 

47. The method of claim 46, further comprising detecting the amplified 
product by hybridization with an oligonucleotide having all or part of the sequence of region 
1, region a, region p, region 2, region 3 region X or region Y. 

48. A method of diagnosing cancer in a patient, comprising determining a 
pattern of telomerase RNA expression, comprising amplifying telomerase from cDNA 
synthesized from tumor RNA, and detecting the amplified product by hybridization with an 
oligonucleotide having all or part of the sequence of region 1, region a, region P, region 2, 
region 3 region X or region Y, therefrom determining the pattern of telomerase RNA 
expression, wherein the pattern is indicative of a diagnosis of cancer. 

49. The method of claim 48, further comprising comparing the pattern to a 
pattern obtained from a reference cancer. 

50. A non-human transgenic animal whose cells contain a vertebrate 
telomerase gene that is operably linked to a promoter effective for the expression of the gene. 

51. The animal of claim 50, wherein the animal is a mouse. 

52. The animal of claim 50, wherein the promoter is tissue-specific. 

53. The animal of claim 50, wherein the telomerase gene is any of the 
nucleic acid sequences presented in Figure 1 1 . 
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54. A mouse, whose cells have an endogenous telomerase gene disrupted 
by homologous recombination with a nonfunctional telomerase gene, wherein the mouse is 
unable to express endogenous telomerase . 

55. An inhibitor of vertebrate telomerase activity, wherein the inhibitor 
binds to telomerase and is not a nucleoside analogue. 

56. The inhibitor of claim 55, wherein the vertebrate is a human. 

57. The inhibitor of claim 55, wherein the inhibitor is antisense nucleic 
acid complementary to human telomerase mRNA. 

58. The inhibitor of claim 57, wherein the antisense is complementary to 
region a, region p, region 2, region 3 or region X. 

59. The inhibitor of claim 55, wherein the inhibitor is a ribo2yme. 

60. A method of treating cancer, comprising administering to a patient a 
therapeutically effective amount of an inhibitor according to claim 55. 

61. A nucleic acid molecule comprising the sequence selected from the set 
consisting of sequences selected from region 1, region a, region p, region 2 or region 3 as 
presented in Figure 10 and variants thereof. 

62. A method of identifying an effector of telomerase activity comprising: 

(a) adding a candidate effector to a mixture of telomerase protein, RNA 
component and template, wherein the telomerase protein is encoded by an isolated nucleic 
acid molecule according to claim 1 ; 

(b) detecting telomerase activity; and 

(c) comparing the amount of activity in step (b) to the amount of activity 
in a control mixture without candidate effector, therefrom identifying an effector. 

63 . The method of claim 62, wherein the effector is an inhibitor. 



64. 

human telomerase. 



the method of claim 62, wherein the nucleic acid molecule encodes 
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HUMAN TELOMERASE 



ATGCCGCGCGCTCCCCGCTGCCGAGCCGTGCGCTCCCTGCTGCGCAGCCACTACCGCGAG 60 

MetProArgAlaProArgCysArgAlaValArgSerLeuLeuArgSerHisTyrArgGlu 20 

GTGCTGCCGCTGGCCACGTTCGTGCGGCGCCTGGGGCCCCAGGGCTGGCGGCTGGTGCAG 120 

ValLeuProLeuAlaThrPheValArgArgLeuGlyProGlnGlyTrpArgLeuValGln 40 



CGCGGGGACCCGGCGGCTTTCCGCGCGCTGGTGGCCCAGTGCCTGGTGTGCGTGCCCTGG 1 80 
ArgGlyAspProAlaAlaPheArgAlaLeuValAlaGlnCysLeuValCysValProTrp 60 



GACGCACGGCCGCCCCCCGCCGCCCCCTCCTTCCGCCAGGTGTCCTGCCTGAAGGAGCTG 240 
AspAlaArgProProProAlaAlaProSerPheArgGlnValSerCysLeuLysGluLeu 80 



GTGGCCCGAGTGCTGCAGAGGCTGTGCGAGCGCGGCGCGAAGAACGTGCTGGCCTTCGGC 300 
ValAlaArgValLeuGlnArgLeuCysGluArgGlyAlaLy sAsnValLeuAlaPheGly 1 00 



TTCGCGCTGCTGGACGGGGCCCGCGGGGGCCCCCCCGAGGCCTTCACCACCAGCGTGCGC 360 
PheAlaLeuLeuAspGlyAlaArgGlyGlyProProGluAlaPheThrThrSerValArg 120 



AGCTACCTGCCCAACACGGTGACCGACGCACTGCGGGGGAGCGGGGCGTGGGGGCTGCTG 420 

SerTyrLeuProAsnThrValThrAspAlaLeuArgGlySerGlyAlaTrpGlyLeuLeu 140 

TTGCGCCGCGTGGGCGACGACGTGCTGGTTCACCTGCTGGCACGCTGCGCGCTCTTTGTG 480 

LeuArgArgValGlyAspAspValLeuValHisLeuLeuAlaArgCysAlaLeuPheVal 160 



CTGGTGGCTCCCAGCTGCGCCTACCAGGTGTGCGGGCCGCCGCTGTACCAGCTCGGCGCT 540 
LeuValAlaProSerCysAlaTy rGlnValCy sGly ProProLeuTy rGlnLeuGlyAla 1 80 



GCCACTCAGGCCCGGCCCCCGCCACACGCTAGTGGACCCCGAAGGCGTCTGGGATGCGAA 600 
AlaThrGlnAlaArgProProProHisAlaSerGlyProArgArgArgLeuGlyCysGlu 200 



CGGGCCTGGAACCATAGCGTCAGGGAGGCCGGGGTCCCCCTGGGCCTGCCAGCCCCGGGT 660 
ArgAlaTrpAsnHisSerValArgGluAlaGlyValProLeuGlyLeuProAlaProGly 220 



GCGAGGAGGCGCGGGGGCAGTGCCAGCCGAAGTCTGCCGTTGCCCAAGAGGCCCAGGCGT 720 
AlaArgArgArgGlyGlySerAlaSerArgSerLeuProLeuProLysArgProArgArg 240 
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GGCGCTGCCCCTGAGCCGGAGCGGACGCCC6TTGGGCAGGGGTCCTGGGCCCACCCGGGC 780 

GlyAlaAlaProGluProGluArgThrProValGlyGlnGlySerTrpAlaHisProGly 260 



AGGACGCGTGGACCGAGTGACCGTGGTTTCTGTGTGGTGTCACCTGCCAGACCCGCCGAA 840 
ArgThrArgGlyProSerAspArgGlyPheCysValValSerProAlaArgProAlaGlu 280 



GAAGCCACCTCTTTGGAGGGTGCGCTCTCTGGCACGCGCCACTCCCACCCATCCGTGGGC 900 
GluAlaThrSerLeuGluGlyAlaLeuSerGlyThrArgHisSerHisProSerValGly 300 



CGCCAGCACCACGCGGGCCCCCCATCCACATCGCGGCCACCACGTCCCTGGGACACGCCT 960 
ArgGlnHisHisAlaGlyProProSerThrSerArgProProArgProTrpAspThrPro 320 



TGTCCCCCGGTGTACGCCGAGACCAAGCACTTCCTCTACTCCTCAGGCGACAAGGAGCAG 1 020 
CysProProValTyrAlaGluThrLysHisPheLeuTyrSerSerGlyAspLysGluGIn 340 



CTGCGGCCCTCCTTCCTACTCAGCTCTCTGAGGCCCAGCCTGACTGGCGCTCGGAGGCTC 1 080 
LeuArgProSerPheLeuLeuSerSerLeuArgProSerLeuThrGlyAlaArgArgLeu 360 



GTGGAGACCATCTTTCTGGGTTCCAGGCCCTGGATGCCAGGGACTCCCCGCAGGTTGCCC 1 1 40 
ValGluThrllePheLeuGlySerArgProTrpMetProGlyThrProArgArgLeuPro 380 



CGCCTGCCCCAGCGCTACTGGCAAATGCGGCCCCTGTTTCTGGAGCTGCTTGGGAACCAC 1 200 

ArgLeuProGlnArgTyrTrpGlnMetArgProLeuPheLeuGluLeuLeuGlyAsnHis 400 

GCGCAGTGCCCCTACGGGGTGCTCCTCAAGACGCACTGCCCGCTGCGAGCTGCGGTCACC 1 260 

AlaGlnCysProTyrGlyValLeuLeuLysThrHisCysProLeuArgAlaAlaValThr 420 



CCAGCAGCCGGTGTCTGTGCCCGGGAGAAGCCCCAGGGCTCTGTGGCGGCCCCCGAGGAG 1 320 
ProAlaAlaGlyValCysAlaArgGluLysProGlnGlySerValAlaAlaProGluGlu 440 



GAGGACACAGACCCCCGTCGCCTGGTGCAGCTGCTCCGCCAGCACAGCAGCCCCTGGCAG 1 380 
GluAspThrAspProArgArgLeuValGlnLeuLeuArgGlnHisSerSerProTrpGIn 460 



GTGTACGGCTTCGTGCGGGCCTGCCTGCGCCGGCTGGTGCCCCCAGGCCTCTGGGGCTCC 1 440 
ValTyrGlyPheValArgAlaCysLeuArgArgLeuValProProGlyLeuTrpGlySer 480 

AGGCACAACGAACGCCGCTTCCTCAGGAACACCAAGAAGTTCATCTCCCTGGGGAAGCAT 1500 Fig, IB 
ArgHisAsnGluArgArgPheLeuArgAsnThrLysLysPhelleSerLeuGlyLysHis 500 
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GCCAAGCTCTCGCTGCAGGA6CTGACGTGGAA6AT6AGCGT6C6GGGCTGCGCTTGGCTG 1 560 

AlaLysLeuSerLeuGlnGluLeuThrTrpLysMetSerValArgAspCysAlaTrpLeu 520 



CGCAGGAGCCCAGGGGTTGGCTGTGTTCCGGCCGCAGAGCACCGTCTGCGTGAGGAGATC 1 620 
ArgArgSerProGlyValGlyCysValProAlaAlaGluHisArgLeuArgGluGluIle 540 



CTGGCCAAGTTCCTGCACTGGCTGATGAGTGTGTACGTCGTCGAGCTGCTCA6GTCTTTC 1 680 
LeuAlaLysPheLeuHisTrpLeuMetSerValTyrValValGluLeuLeuArgSerPhe 560 



TTnATGTCACGGAGACCACGnTCAAMGMCAGGCTCTTTTTCTACCGGAAGAGTGTC 1 740 
PheTyrValThrGluThrThrPheGlnLysAsnArgLeuPhePheTyrArgLysSerVal 580 



TGGAGCAAGTTGCAAAGCATTGGAATCAGACAGCACTTGAAGAGGGTGCAGCTGCG6GAG 1 800 
TrpSerLysLeuGlnSerlleGlylleArgGlnHisLeuLysArgValGlnLeuArgGlu 600 



CTGTCGGAAGCAGAGGTCAGGCAGCATCGGGAAGCCAGGCCCGCCCTGCTGACGTCCAGA 1 860 
LeuSerGluAlaGluValArgGlnHisArgGluAlaArgProAlaLeuLeuThrSerArg 620 



CTCCGCTTCATCCCCAAGCCTGACGGGCTGCGGCCGATTGTGAACATGGACTACGTCGTG 1 920 
LeuArgPhelleProLysProAspGlyLeuArgProIleValAsnMetAspTyrValVal 640 



GGAGCCAGMCGTTCCGCAGAGAAAAGAGGGCCGAGCGTCTCACCTCGAGGGTGAAGGCA 1 980 
GlyAlaArgThrPheArgArgGluLysArgAlaGluArgLeuThrSerArgValLysAla 660 

CTGTTCAGCGTGCTCAACTACGAGCGGGCGCGGCGCCCCGGCCTCCTGGGCGCCTCTGTG 2040 
LeuPheSerValLeuAsnTyrGluArgAlaArgArgProGlyLeuLeuGlyAlaSerVal 680 

■ • * • • • 

CTGGGCCTGGACGATATCCACAGGGCCTGGCGCACCTTCGTGCTGCGTGTGCGGGCCCAG 21 00 
LeuGlyLeuAspAspIleHisArgAlaTrpArgThrPheValLeuArgValArgAlaGIn 700 



GACCCGCCGCCTGAGCTGTACTTTGTCAAGGTGGATGTGACGGGCGCGTACGACACCATC 21 60 
AspProProProGluLeuTyrPheValLysValAspValThrGlyAlaTyrAspThrlle 720 



CCCCAGGACAGGCTCACGGAGGTCATCGCCAGCATCATCAAACCCCAGAACACGTACTGC 2220 
ProGlnAspArgLeuThrGluVallleAlaSerllelleLysProGlnAsnThrTyrCys 740 



GTGCGTCGGTATGCCGTGGTCCAGAAGGCCGCCCATGGGCACGTCCGCAAGGCCTTCAAG 2280 
ValArgArgTyrAlaValValGlnLysAlaAlaHisGlyHisValArgLysAlaPheLys 760 
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AGCCACGTCTCTACCTTGACAGACCTCCAGCCGTACATGCGACAGTTC6TGGCTCACCTG 2340 

SerHisValSerThrLeuThrAspLeuGlnProTyrMetArgGlnPheValAlaHisLeu 780 



CAGGAGACCAGCCCGCTGAGGGATGCCGTCGTCATCGAGCAGAGCTCCTCCCTGAATGAG 2400 
GlnGluThrSerProLeuArgAspAlaValVallleGluGlnSerSerSerLeuAsnGlu 800 



GCCAGCAGTGGCCTCTTCGACGTCTTCCTACGCTTCATGTGCCACCACGCCGTGCGCATC 2460 
AlaSerSerGlyLeuPheAspValPheLeuArgPheMetCysHisHisAlaValArglle 820 



AGGGGCAAGTCCTACGTCCAGTGCCAGGGGATCCCGCAGGGCTCCATCCTCTCCACGCTG 2520 
ArgGlyLysSerTyrValGlnCysGlnGlylleProGlnGlySerlleLeuSerThrLeu 840 



CTCTGCAGCCTGTGCTACGGCGACATGGAGAACAAGCTGTTTGGGGGGATTCGGCGGGAC 2580 
LeuCysSerLeuCysTyrGlyAspMetGluAsnLysLeuPheAlaGlylleArgArgAsp 860 



GGGCTGCTCCTGCGTTTGGTGGATGATTTCTTGTTGGTGACACCTCACCTCACCCACGCG 2640 
GlyLeuLeuLeuArgLeuValAspAspPheLeuLeuValThrProHisLeuThrHisAla 880 



AAAACCTTCCTCAGGACCCTGGTCCGAGGTGTCCCTGAGTATGGCTGCGTGGTGAACTTG 2700 
LysThrPheLeuArgThrLeuValArgGlyValProGluTyrGlyCysValValAsnLeu 900 



CGGAAGACAGTGGTGAACTTCCCTGTAGAAGACGAGGCCCTGGGTG6CACGGCTTTTGTT 2760 
ArgLysThrValValAsnPheProValGluAspGluAlaLeuGlyGlyThrAlaPheVal 920 



CAGATGCCGGCCCACGGCCTATTCCCCTGGTGCGGCCTGCTGCTGGATACCCGGACCCTG 2820 
GlnMetProAlaHisGlyLeuPheProTrpCysGlyLeuLeuLeuAspThrArgThrLeu 940 



GAGGTGCAGAGCGACTACTCCAGCTATGCCCGGACCTCCATCAGAGCCAGTCTCACCTTC 2880 
GluValGlnSerAsptyrSerSerTyrAlaArgThrSerlleArgAlaSerLeuThrPhe 960 



AACCGCGGCnCAAGGCTGGGAGGAACATGCGTCGCAAACTCTTTGGGGTCTTGCGGCTG 2940 

AsnArgGlyPheLysAlaGlyArgAsnMetArgArgLysLeuPheGlyValLeuArgLeu 980 

AAGTGTCACAGCCTGTTTCTGGATTTGCAGGTGAACAGCCTCCAGACGGTGTGCACCAAC 3000 

LysCysHisSerLeuPheLeuAspLeuGlnValAsnSerLeuGlnThrValCysThrAsn 1000 



ATCTACAAGATCCTCCTGCTGCAGGCGTACAGGTTTCACGCATGTGTGCTGCAGCTCCCA 3060 
IleTyrLysIleLeuLeuLeuGlnAlaTyrArgPheHisAlaCysValLeuGlnLeuPro 1020 
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mCATCAGCAAGnTGGAAGMCCCCACATTTnCCTGCGCGTCATCTCTGACACGGCC 31 20 
PheHisGlnGlnValTrpLysAsnProThrPhePheLeuArgVallleSerAspThrAls 1040 



TCCCTCTGCTACTCCATCCTGAAAGCCAAGMCGCAGGGATGTCGCTGGGGGCCAAGGGC 31 80 
SerLeuCysTyrSerlleLeuLysAlaLysAsnAlaGlyMetSerLeuGlyAlaLysGly 1060 



GCCGCCGGCCCTCTGCCCTCCGAGGCCGTGCAGTGGCTGTGCCACCAAGCATTCCTGCTC 3240 

AlaAlaGlyProLeuProSerGluAlaValGlnTrpLeuCysHisGlnAlaPheLeuLeu 1080 

• • * • « • 

AAGCTGACTCGACACCGTGTCACCTACGTGCCACTCCTGGGGTCACTCAGGACAGCCCAG 3300 

LysLeuThrArgHisArgValThrTyrValProLeuLeuGlySerLeuArgThrAlaGln 1100 



ACGCAGCTGAGTCGGAAGCTCCCGGGGACGACGCTGACTGCCCTGGAGGCCGCAGCCAAC 3360 
ThrGlnLeuSerArgLysLeuProGlyThrThrLeuThrAlaLeuGluAlaAlaAlaAsn 1 120 



CCGGCACTGCCCTCAGACTTCAAGACCATCCTGGACtgatggccacccgcccacagccag 3420 

ProAlaLeuProSerAspPheLysThrlleLeuAsp 1 132 

Gccgagagcagacaccagcagccctgtcacgccgggctctacgtcccagggagggagggg 3480 

Cggcccacacccaggcccgcaccgctgggagtctgaggcctgagtgagtgtttggccgag 3540 

gcctgcatgtccggctgaaggctgagtgtccggctgaggcctgagcgagtgtccagccaa 3600 

gggctgagtgtccagcacacctgccgtcttcacttccccacaggctggcgctcggctcca 3660 

ccccagggccagcttttcctcaccaggagcccggcttccactccccacataggaatagtc 3720 

catccccagattcgccattgttcacccctcgccctgccctcctttgccttccacccccac 3780 

catccaggtggagaccctgagaaggaccctgggagctctgggaatttggagtgaccaaag 3840 

gtgtgccctgtacacaggcgaggaccctgcacctggatgggggtccctgtgggtcaaatt 3900 

ggggggaggtgctgtgggagtaaaatactgaatatatgagtttttcagttttgaaaaaaa 3960 

aaaa 3964 
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Euplotes 1 MEVDyDNQAONHGIHS4LKTCEEIKEA/n"LYSWIi?KVIRO?--N0SQSHWfDlEDIK 

HT1 1 IWtfPQGMIOQI^AA^ 

EST2 1 IIFEFIODKIDID- -LOTNSTWfENiKCG 



Euplotes 56 IFAQTN I VA7TRDYNEEDFKVI4RK EVFSTGLHIFIJDKCLVEiiSSSDVSDRQKLQCfGFQLKGWQ-LAK 

HT1 80 RGGPPFJ\FT7SVRSYLPMTDAil^GAW6LLLRRV^VLVHILARC'ALFV/.VAPSCAY- - -QVCGPPLYQLGAATQA 
EST2 30 Hf NGLDE I L7T- CFAL/WSRKI41L P CLPGDLSHKAVJ0HCI IYLITGELYNN- - -VLTFGYKIAR/VEDVNN 



Euplotes 126 THLLT/LST(KQYFFQDFJWVRAMIfflE//^ 

HT1 157 RPPP/ttSGPRRRiGCE^HSVREASVPLGLPAPGAI«RGGSASRSLPLPKRPR/?GAA^ 

EST2 97 SLFC//SAN VNVTi LKGA4WKMFHS LVGTYAFVDZ.L I NKTV I (?FNGQ- FFTOI VGW?CNEPHL PPKW I'QRSSSS 



Euplotes 206 PRCCSTCKYNVMKDHFUVNI NVMNMKSRTRIFKCTHFJVRNNOFF 

HT1 237 PSDRGFCVVSPARPAf EArSLEGALSGTRHSHPSVGRQHHAGPPSTSRPPRPWDT/'CPPVYAE WLKSSGDK- -EflLR 
EST2 169 — SATAAQIKQLTEPV7W KQFIMMIN-SSSFF 



Euplotes 255 KKHEFV5NKNNJSAM-0RAQ77fTNI FRFNWJRKKi/f DKVI EKI AYMt EKVAfDF/VFNYYZ.TKSCPi P£NWRE 

HT1 315 /SFLLSSLRPSLTGARRtViTJftGSRPlW 

EST2 200 PYSKILPSSSSIKKLTOZ.R£AIFP TNiVKJWUn/RINLTLQKiiKR/flrRLmSILNSICPPLfGT-- 

Telomerase domain 

Euplotes 326 RK QKIENnNKT/£EKS--KYYEELF$YTTD^ 

HT1 394 MGV(^EKPQGSVMPE££DTDPRRLVQ/1RQHSSW 

EST2 268 VUOLSRQ SPKER^LKFJI V I Z.QKLLPQEMFGSKIOVKGKI IWVLNLLI-S/.PLNG 



Eupl otes 398 LIHKNL1LEKINT/?EISM)VET-SAKHFYYFDHEJOT 

HT1 474 KISLQEZ.TWKMSV/a7CAJARRSPGV6CVPAAEHR/.REEIZJV/CF(L 

EST2 324 YLPFDSUKftU?U(PFRM.FISD-IWFTKHNfE^ 

Motif 1 Motif2 

Euplotes 477 DVIMKMSJADLK^ETIAEVQfKME^^^ 

HT1 554 SKLQSIG/RQHUTCVQLI^ftfWI^^^ 

EST2 401 N/fl.ITPF;VEYFK-TYLVE NNVCRNHNSYTLS-NfNHSWWIIflWCSNNEFRI IAIPCRGADEEEFT- - IYKENHKNAIQ 
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Motif A 

EuplOtes 551 NSHLMLKTLK//-/^FKDPFffFAl^NYZ?ZM^KYEE/VCW(Jl^VGQ/' - KIFFATWDI EKCyZ75VN/SKtSTFZJTTTKLLSS 
HTl 632 MISNlMYMIR--W£mSWmmFVimwn^ 
EST2 477 PTQKItEMrTSFTCIYSPTQIAiMKEFKQRL^^^ 



Euplotes 629 DFWIMTAQILKRKIMKIDSKJF^ 

HTl 710 TYC kRRYA VVQKAAHSHVRKAFICSHVS TLTDLQPYMRQFVAHLOE fSPLRDAV QSSSLA/EASSG 

EST2 556 GFFW?SQYFFN-TAfTffKLKLF/l/WN A- - SRVPKPYELY I DNVR 7VH/.SNQD WN VV- EME IfKT- 

Motif B Motif C 

Euplotes 708 NLLQP 1^1 N ICQYNY I NFNG/fF KKQTKGIROffLCVSS I LSSF Y VATif fSSLGFLRDESMNPEN PN VNiLMfilTDDYILir 

HTl 777 LF0VFLRFHOIHAVRIR-^SI7CCQfiIWIi5niCStC)'G0H^---KLF/lGIRRD WMLWDFLIM 

EST2 616 -ALWramiR EDSLF(JfiSSLSAPIVDiVKDOtL£FYSEFMSPSQD JLILUPDDFLUS 

Motif D Motif E 

Euplotes 788 rQENIWKLF/EWLINVSRfNfiFKFWMK^LQTSfPLSPSKFAKYGMDSVEEQNI l^QDYCDWIGISIDMKTLALMPNIAfl-RI 
HTl 847 PHLTH/lKTFLRTLVROTPfYGCVW^ 

EST2 677 TTJQQ-QI^INJK/CLAMfi- - - -GFQKYNA/fANRDKILAVS S£?SDDDTl r IQFCAMHIFVKEif I'WKHSSTIW-- - 



Euplotes 868 EG JLCTZWUVMtn^nCASMWL/OOCLICSFLMNN 1 7WFR/C7TTrEDFANKTLN/f LFISGGyXYMQCAAfEY - -KCWFK/CWLAM 
HTl 924 TSJRASiTfflRGFKAGRNMRRKI/GVLR^^ 

EST2 741 /VFHIRSfTSS — ^GIfRSZ.IALFN7RISYmDrNLNSTNTVLMQIDHVVKNISECYAfSA--FK0LSIWTQ 



Euplotes 946 SSMIDLEVSKJIKSVTR4FFKYLVCN r/OJTI FGE£HYPDfFLSTZ.KHFIf IF5TXKYIFNRVCMJZ.KAKFA10.KSDQCQS 
HTl 1004 FLRVISDTASLCySIUMKNAGMSLGAKG^^ 

EST2 808 NMQFHSFLQRIIEMTVSG— -CPITKCOPLIEYfVR- -FTI - -LNGFif SiSSNTSKF-KDNI ILWE IQHLQAYIYI 



Euplotes 1026 LIQYDA 

HTl 1083 TLTALEAAANPALPSDFKTI LD 
EST2 879 YJHIVN 
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LIM1215 CCD 
Colon Primary 
Carcinoma Fibroblast 
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PCR from LIM1215 lib. - + - + NO 

RT-PCR product NO - + NO + 

53.2 cDNA - - NO 
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222 223 
Y 5 ' -CCAGGTG | ggcctc gcaggtg | TCCTGCC-3 ' 

1950 1952 

1 5 1 • AAAGAGG | GT6GCTG AACAGAA | GCCGAGC - 3 ' 

2130 2167 
a 5 ' -TGTCAAG | gtggatg cccccag | GACAGGC- 3 ' 

2286 2468 
P 5'-GAGCCAC|gtctcta ggggcaa|GTCCTAC-3' 

2843 2844 

2 5' - ACTCCAG | GTGAGCG XXXXXXX|CTATGCC-3' 

3157 

3 5 1 -AACGCAG | CCGAAGAAAACATTTCTGTCGTGACTCCTGCGGTGCTTGGGTCGGGACAGCCAGAGATGG 

T A A EENILVVTPAVLGSGQPEME 

AGCCACC(X1GCAGACCGTCGGGTGTGGGCAGCTTTCCGGTGTCTCCTGGGAGGGGAGTTG 
PPHRPSGVGSFPVSPGRGVG 

3158 

GGCTGGGCCTGTGACTCCTCAGCCTCTGTTTTCCCCCAG | GGATGTC-3 1 
L G L * 
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sequence T 104-105 bases 

GGCCTCCCCGGGGTCGGCGTCCGGCTGGGGTT6AGG6CGGCCGGGGGGMCCAG 
GlyLeuProGlyValGlyValArgLeuGlyLeuArgAlaAlaGlyGlyAsnGln 
AlaSerProGlySerAlaSerGlyTrpGly * GlyArgProGlyGlyThrSer 
ProProArgGlyArgArgProAlaGlyValGluGlyGlyArgGlyGluProAla 

CGACATGCGGAGAGCAGCGCAGGCGACTCAGGGCGCTTCCCCCGCAGGTG 
ArgHisAlaGluSerSerAlaGlyAspSerGlyArgPheProArgArg 
AspMetArgArgAlaAlaGlnAlaThrGlnGlyAlaSerProAlaGly 
ThrCysGlyGluGlnArgArgArgLeuArgAlaLeuProProGlnVal 

sequence T 38 bases 

GTGGCTGTGCTTTGGnTAACTTCCmTTAACCAGAA 

ValAlaValLeuTrpPheAsnPheLeuPheAsnGlnLys 



sequence "*" 36 bases 

GTGGATGTGACGGGCGCGTACGACACCATCCCCCAG 

ValAspValThrGlyAlaTyrAspThrlleProGln 



sequence 182 bases 

GTCTCTACCTTGACAGACCTCCAGCCGTACATGCGACAGTTCGTGGCTCACCTG 
ValSerThrLeuThrAspLeuGlnProTyrMetArgGlnPheValAlaHisLeu 

CAGGAGACCAGCCCGCTGAGGGATGCCGTCGTCATCGAGCAGAGCTCCTCCCTG 
GlnGluThrSerProLeuArgAspAlaValVallleGluGlnSerSerSerLeu 

AATGAGGCCAGCAGTGGCCTCTTCGACGTCTTCCTACGCTTCATGTGCCACCAC 
AsnGluAlaSerSerGlyLeuPheAspValPheLeuArgPheMetCysHisHis 

GCCGTGCGCATCAGGGGCAA 
AlaValArglleArgGlyLys 



partial sequence °2" unknown length 
GTGAGCGCACCTGGCCGGAAGTGGAGCCTGTGCCCGGCTGGGGCAGGTGCTGCTGCAG 
Ter 

GGCCGTTGCGTCCACCTCTGCTTCCGTGTGGGGCAGGCGACTGCCAATCCCAAAGGGT 
CAGATGCCACAGGGTGCCCCTCGTCCCATCTGGGGCTGAGCACAAATGCATCTTTCTG 
TGGGAGTGAGGGTGCCTCACAACGGGAGCAGTTTTCTGTGCTATTTTGGTAA-. 
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sequence "3" 159 bases 

CCGAA6AAAACATTTCTGTCGTGACTCCTGCGGTGCTTGGGTCGGGACAGCCAGA6 
AlaGluGluAsnlleSerValValThrProAlaValLeuGlySerGlyGlnProGlu 

ATGGAGCCACCCCGCAGACCGTCGGGTGTGGGCAGCTTTCCGGTGTCTCCTGGGAGG 
MetGluProProArgArgProSerGlyValGlySerPheProValSerProGlyArg 

GGAGTTGGGCTGGGCCTGTGACTCCTCAGCCTCTGTTTTCCCCCAG 
GlyValGlyLeuGlyLeu * 



sequence "X" unknown length 

..GACAGTCACCAGGGGGGTTGACCGCCGGACTGGGCGTCCCCAGGGTTGACTATAGGA 
CCAGGTGTCCAGGTGCCCTGCAAGTAGAGGGGCTCTCAGAGGCGTCTGGCTGGCATGG 
GTGGACGTGGCCCCGGGCATGGCCTTCTGCGTGTGCTGCCGTGGGTGCCCTGAGCCCT 
CACTGAGTCGGTGGGGGCTTGTGGCTTCCCGTGAGCTTCCCCCTAGTCTGTTGTCTGG 
CTGAGCAAGCCTCCTGAGGGGCTCTCTATTG 



partial sequence of genomic intron (approximately 2.7 kb) 
GTGGCTGTGCTnGGTTTAACnCCTnTTAACCAGAAGTGCGTTTGAGCCCCACATT 
TGGTATCAGCTTAGATGAAGGGCCCGGAGGAGGGGCCACGGGACACAGCCAGGGCCAT 
GGCACGGCGCCCACCCATTTGTGCGCACAGTGAGGTGGCCGAGGTGCCGGTGCCTCCA 
GAAAAGCAGCGTGGGGGTGTAGGGGGAGCTCCTGGGGCAGGGAC. . . . 



Fig. 10B 
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N-terminal truncated telomerase 

ATOWCraTGC(M 

HPRAPRCRAVHSLLRSHTREVLPLATFV 

GGGnGGGimimn 

R R L G P Q 6 W R L V Q R G D P A A F R A L V A Q C L V C V P W D A R P P P A A 
MCCTCCHCMIJC^ 

P S F R Q V S C L K E L V A R V L Q R L C E R G A K N V L A F G F A L L D G A R 
CG(SGGOTCCGAGGCCnCACCACCAGCGTGCGCAGCTACCira^ 

GGPPEAFTTSVRSYLPNTVTDALR6SGAWGLLLRRVGDDV 
GCTGQTTCACCTGCTGKACGCTGCGCGCTCTnGTGCTGGT&aCTCCCAGCTGCGCCTACCAGGTGTGCeGGCC^ 

L V H L L A R C A L F V L V A P S C A Y Q V C G P P L Y Q L G A A T Q A R P P P 

, • • • i i • • • it* 

AMTAOTGGACCH^^ 

H A S G P R R R L G C E R A I I H S V R E A G V P L G L P A P G A R R R G G S A 
CA(EGAAGTCT(K$nGC 

SRSLPLPKRPRRGAAPEPERTPVGQGSWAHPGRTRGPSDR 
TGGTnCTGTGTGGTGTCAOT 

G F C V V 3 P A R P A E E A T S L E G A L 8 G T R H S H P S V G R Q H H A G P P 
ATCCACATCGIJGGC^^ 

STSRPPRPWDTPCPPVYAETKHFLYSSGOKEQLRPSFLLS 
CTCTCTIiAGGWICAGI^^ 

SLRPSLTGARRLVETIFLGSRPWHPGTPRRLPRLPQRYWG 
MTGtOTTGTOGM^ 

» R P L F L E L L G N H A Q C P Y G V L L K T H C P L R A A V T P A A G V C A R 
GGAGAAGIX^GGGCTCTGTO 

EKPQGSVAAPEEEDTOPRRLVQLLRGHSSPWQVYGFVRAC 

... * i • < * * * 1 * 

CCTGCGOTGGTGtXC^ 

LRRLVPPGLWGSRHNERRFLRNTKKFISLGKHAKLSLQEL 

, i * . i * • • • • • * 

GACGTGGAAGATtm 

TWKiiSVROCAWLRRSPGVGCVPAAEHRLREE I LAKFLHWL 
GATGAGTGTGTACGTCGTCI^^ 

HSVYVVELLRSFFYVTETTFQKNRLFFYRKSVWSKLQSIG 
MT-NNN-GACAIiTGAKAGG^ 
WfififilBIIWB^ 
GCTGAGCAAGCCTCCTGAGGGGCTCTCTATTGL 
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Truncated protein 1 

MPRAPRCRAVRSLLRSHTREVLPLATFV 
CGGCGCCT(K^(XCCAGGGCTGGCG6CTG6TGCA6CGKGGGACCCGGC 

R R L G P Q G I R L V Q H G D P A A F R A L V A 0 C L V C V P V D A R P P P A A 
CCCCTCCTOGCMGGTGTO 

PSFRQVSCLKELVARVLQRLCERGAKNVLAFGFALLDGAR 

(MimraGGxnwmGOTGMTAc 

GGPPEAFTTSVRSYLPNTVTDALRGSGAWGLLLRRVGDDV 
GCTffinWCCTGCTGGCACGCTGCGCGCTCmGTGCTGGTGGCTfXCAGCTGCGCCTACCAGGTGTGCGGGCCffi 

I V H L L A R C A L F V I V A P S C A Y Q V C G P P I Y Q L G A A T Q A R P P P 
ACACGCTAGTGGACCCG^ 

H A 8 G P R R R I G C E R A I N H $ V R E A G V P L G L P A P G A R R R G G S A 

• » a ■ t i • i i » • ■ 

CAISCCGMGTCTGKGTO^ 

SRSLPLPKRPRRGAAPEPERTPVGQGSWAHPGRTRGPSOR 

« I I • I i • « t t • • 

T(K3TnCTGTGTGGTGTCAKTGCCAGACCC6CC<WA6AA£ 

G F C V V S P A R P A E E A T S L E G A L 8 G T R H 8 H P S V G R Q H H A G P P 

i i < i i • t • i • • • 

ATCCACATCGCGG^ 

STSRPPRPWDTPCPPVYAETKHFLYSSGDKEQLRPSFLLS 
CTCTCT6A(ECCA(X;CTGACTO 

SLRPSLTGARRLVETIFLGSRPWMPGTPRRLPRLPQRYWQ 

4 I I * t I 1-1 I • > t 

MTIiCGGCCCCTinnCT^ 

IIRPLFLELIGNHAQCPYGVLLKTHCPLRAAVTPAA6VCAR 

i * • i i i i i t * < i 

(iGAGAAGCCCCAGffiCTCffi^ 

EKPQGSVAAPEEEDTDPRRLVQLLRQHSSPWQVYGFVRAC 
CCT(iCGCCGGCM(jft^ 

LRRLVPPGLWGSRHNERRFLRNTKKFISLGKHAKLSLQEL 
GACGTGGAAGATGAGCGT^ 

TWKUSVRDCAWLRRSPGVGCVPAAEHRLREEILAKFLHWL 
GATGAGTGTGTAOTMGCM^ 

U S V Y V V E L L R S F F Y V T E T T F Q K H R L F F Y R K S V I S K L Q S I G 



Fig. 11B 
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MTIMJAGMCnGAAGAG^ 

IRQHLKRVQLRELSEAEVRQHREARPALLTSRLIIFIPKPD 



GT6GCTGTGCTTTGGTTTAACTTCCTTTTTMCCAQAA 
VAVLWFTFLFNQK 

I • ■ ■ ' • 

CIJGGCTGCIECGAnGTIM^ 

GLRPI VNMDYVVGARTFRREKR PSVSFRG* 



Fig. 11C 



Truncated protein 2 

••••<••' • 

ATGC(mGCTCCCCGCTGCCWGCCGTGCGCTCCCTGCTGCGCAGCCACTACCGCGAGGTGCTGCC6CT6GCCACGnCGTG 
MPRAPRCRAVRSLLRSHTREVLPLATFV 

, i * i *<•••• a * 

C^jGCGCCTGK^CCCAGGGCTGGCGGCTGGTGCAGCGW 

RRLGPQGWRLVQR6DPAAFRALVAQCLVCVPWDARPPPAA 
CCCCT(XnCCGCCAGGTGTCCTGCCTGAAGGAGCTGGTGGCCCG^ 

PSFRQVSCLKELVARVLQRLCERGAKNVLAFGFALLDGAR 

• i • i i * ■ ■ ■ i»i 

CWIiGCCC^^ 

GGPPEAFTTSVRSYLPNTVTDALRGSGAWGLLLRRVGDOV 

, , i • i i i « « • • ' 

LVHLLARCALFVLVAPSCAYQVCGPPLYQLGAATQARPPP 

ii i i i i i » * iii 

ACACGCTAGTGGACCCCGAAGGCGTCTGGGATG(^CGGfiC(n^GAAC^ 

HASGP RRRLG C E RAWNHSVREAGVP LGLPA PGARRRGGSA 

* i * i • » « • • < ■ • 

CAGCCGAAGTCTGCCGnGMCAAGAGGCCWGGCGTGGCGCTGCCCC 

SRSLPLPKRPRRGAAPEPERTPVGQGSWAHPGRTRGPSDR 
TGGmCTGTGTGGTGTl^GCWCCCGtmAG^ 

GFCVVSPARPAEEATSLEGALSGTR HSHP8VG RQHHAGPP 

i . i i i i i * i • < • 

STSRPPRPWOTPCPPVYAETKHFLYSSGDKEQLRPSFLLS 



Fig. 11D 
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CTCTCTGAGGCW^ 

SLRPSLT6ARRLVETIFLGSRPWIIP6TPRRLPHLPQRYWQ 

H R P L F L E L L G N H A Q C P Y G V L L K T H C P L R A A V T P A A G V C A R 
GISAGAAGCCCCAffi^ 

EKPQGSVAAPEEEDTOPRRLVQLLRQHSSPWQVYGFVRAC 

i i i i * i * i ■ • * 1 

CCTGC«TGGTGOT^ 

LRRLVPPGLWGSRHNERRFLRNTKKFISLGKHAKLSLQEL 

• t i « • i • • • » * • 

GACGTGGMGATGAGCGTGCGGGACTGCGfTTTGGCTGCGCAGGAGrc 

TWKHSVRDCAWLRRSPGVGCVPAAEHRLREEILAKFLHWL 

i i ■ i i i i • t • ' ' 

GATGA(MGTAlBT(mGA« 

HSVYVVELLRSFFYVTETTFQKNRLFFYRKSVWSKLQSIG 

* i i i i i i i i * * ' 

MTCAGMAGCACnGMGAG^ 

IRQHLKRVQLRELSEAEVRQHREARPALLTSRLRFIPKPD 
CG(ETG(MGAM6MWTGGACTAOTCGTGGGAGCtt 

GLRPIVKHDYVVGARTFRREKRAERLTSRVKALFSVLNYE 
GG3GGCGC6G0GC(XX)GGCCTCCTGGGCGCCTCTGT(Kn"6GGC(rr^ 

R A R R P G I L G A S V L G L D D I H R A W R T F V L R V R A Q D P P P E L Y F 
TGTMMGTGAIMm^ 

VKVDVTGAYDTIPQDRLTEVIASIIKPQNTYCVRRYAVVQ 

. , i i i i . . • • • * 

GMGG(XGCCCATGGGCACGTCCGCAAGGCCTTCAAGAGCCAC 
KAAHGHVRKAFKS 

GTCCTACGTCCAGTG 
V L R P V 

C(!A()(SGIMCCGCA(^ 

P G 0 P A G L H P L H A A I Q P V L R R H G E Q A V C G 0 S A G R A A P A F V G 

, » i * • i i • • • • • 

TGATnCHGnimraCACCM 



Fig. HE 
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Reference protein 

ATGCCGCGI^TO 60 

MetProArgAlaProArgCysArgAlaValArgSerLeuLeuArgSerHisTyrArgGlu 20 

GTGCTGCCCCTGGCCACSnCGTGCGGCGCCIGGGfiCCCCAGGGCTGGCCGCTGCTGCAG 120 

ValLeuProLeuAlaThrPheValArgArgLeuGlyProGlnGlyTrpArgLeuValGln 40 

CGCGGGGACCCGGimnm 180 

ArgGlyAspProAlaAlaPheArgAlaLeuValAlaGlnCysLeuValCysValProTrp 60 

(Maras^^ 240 

AspAlaArgProProProAlaAlaProSerPheArgGlnValSerCysLeuLysGluLey 80 

GTGGCCCGAGTGCTGCAGA^ 300 

ValAlaArgValLeuGlnArgLeuCysQluArgGlyAlaLysAsnValLeuAIaPheGly 100 

nCGCMGGAMCCGCG^^ 360 

PheAlaLeuLeuAspGlyAlaArgGlyGlyProProGluAlaPheThrThrSerValArg 120 

AGCTAOTCCAAIOTirat^^ 420 

SerTyrLeuProAsnThrValThrAspAlaLeuArgGlySerGlyAlaTrpGlyLeuLeu 140 

HGCGMGCGTllGGC^^ 480 

LeuArgArgValGlyAspAspValLeuValHisLeuLeuAlaArgCysAlaLeuPheVal 160 

CT(iGTIETCCCA&^ 540 

LeuValAlaProSerCysAlaTyrGlnValCysGlyProProLeuTyrGlnLeu(ilyAla 180 

GCWCTCAGGC(XGGCCCCCGCCACACGCTAGTGGACCCCaWGGCGTCTGGGATGC<iW 600 

AlaThrGlnAlaArgProProProHisAlaSerGlyProArgArgArgLeuGlyCysGlu 200 

CGGGCCTGIMCATA^ 660 

ArgAlaTrpAsnHisSerValArgGluAlaGlyValProLeuGlyLeuProAlaProGly 220 

GCGAGGAGGCGCGGGGGCAGTGCCMGCCGAAGTTCTGCCGTTGCC^^ 720 

AlaArgArgArgGlyGlySerAlaSerArgSerLeuProLeyProLysArgProArgArg 240 

KKXKT6CCCCTGAGCC6{iAGCGGACGCKGTTG6G^ 780 

GlyAlaAlaProGluProQluArgThrProValGlyGlnGlySerTrpAlaHisProGly 260 

AGGACI3CGTGGA(^GT(iACCGT(SGTnCTGTGTOT 840 

ArgMrgGlyProSerAspArgGlyPheCysValValSerProAlaArgProAlaGlu 280 

(MJCACCTCTffGGAIjGGTffi^ 900 

GluAlaThrSerLeuGluGlyAlaLeuSerGlyThrArgHisSe rHisProSe rValGly 300 

ArgGlnHisHisAlaGlyProProSerThrSerArgProProArgProTrpAspThrPro 320 

SUBSTITUTE SHEET (RULE 26) 



WO 99/01560 

23/68 



TGTCCCCCGGTGTACGCCGAGACCMGCACnCCTCTACTCCTCAGGCGACM^CAG 1020 

CysProProValTyrAlaGluThrLysHisPheLeuTyrSerSerGlyAspLysGluGln 340 

CTGCGffiCCICCnCCTACTCAGCTCTCTGAGGCCCAGCCTOACTGGCGCTOAGGCTC 1080 

LeuArgProSerPtieLeuLeuSerSerLeoArgProSerLeuTtirGIyAlaArgArgLeu 360 

GT»CCATCmCTGGGnKAGG(XCTGGATGKAG(MTCCCCGCAGGnG(XC 1140 

ValGluThrllePtieLeuGlySerArgProTrpMetProGlyThrProArgArgLeuPro 380 

(«CC(!IW^ 1200 

ArgLeuProGlnArgTyrTrpGlnMetArgProLeuPheLeuGluLeuLeuGlyAsiiHis 400 

GCGCAGTGCCCCTACGGG^TGCTCCT(^^CGWCTGCCCGCTGCGAGCTGCGGTCACC 1260 

AlaGlnCysProTyrGlyValLeuLeuLysThrHisCysProLeuArgAlaAlaValThr 420 

CCAlGCAGCCGQTGICTGTGCaGGWGAAGCCCCAGGGCTCTGTGGCGGCCCCCGAGQAG 1320 

ProAlaAlaGlyValCysAiaArgQluLysProGlnGlySerValAlaAlaProGluGlu 440 

GASWWCA(iA(XCCCGT(mTGGTGCAGCTGCTC(X3CCAGCA^ 1380 

GluAspTtirAspProArgArgLeuValGlnLeuLeuArgGlnHisSerSerProTrpGln 460 

GTGTACGGCnCGTGC^CCTGCCTGCGCCGGCTGGIGCCCCCAGGCCTCTGGGGCTCC 1440 

ValTyrGlyPheValArgAlaCysLeuArgArgLeuValProProGlyLeuTrpGlySer 480 

AG(iCA(M!GAAC(OT^ 1500 

ArgHisAsnGluArgArgPheLeuArgAsnThrLysLysPhelleSerLeuGlyLysHis 500 

GC{^GCTCTCGCT6CAGGAGCTGWCGTGGMGATGAG^TGC^GCT6CGITr6GCTG 1560 

AlaLysLeuSerLeuGliiGluLeuThrTrpLyslletSerValArgAspCysAlaTrpLeu 520 

ffiCttnGKN^^ 1620 

ArgArgSerProGlyValGlyCysValPrcAlaAlaGluHisArgLeiiArgGluGlolle 540 

CTGGCCMGnCCTGCACTffiCTGATGAGTGTGTAMTCGTCGAGCTGCTCAGGTCTnC 1680 

LeuAlaLysPheLeuHisTrpLeuMetSerValTyrValValGluLeuLeuArgSerPhe 560 

MAISTCMSWI^^ 1740 

PheTyrValThrGluThrThrPheGlnLysAsnArgLeuPhePheTyrArgLysSerVal 580 

TGGAGCMGHIiCAMGCAnGIM^ 1800 

TrpSerLysLeuGlnSerlleGIylleArgGlnHisLeuLysArgValGlnLeuArgGlu 600 

CTGTCGGAAGCAGAGGTCAGGCAGCATCGGGMGCCAGGCCCGC^ 1860 

LeuSerGluAlaGluValArgGlnHisArgGluAlaArgProAlaLeuLeuTtirSerArg 620 

CTC(ETTCAT(XKAA,G(XT^COTGCffiC^nGT(lAACATGGACTACGTaTG 1920 

LeuArgPhelleProLysProAspGlyLeuArgProIleValAsnMetAspTyrValVal 640 
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GMMGnCM^ 1980 

GlyAlaArgThrPheArgArgGluLysArgAlaGluArgLeuThrSerArgValLysAla 660 

CTGTTC^CGTGCTCMCTACWGCGGGCeCGGKCCCCGGCCTCCTGGGCSaiCTGTG 2040 

LeyPheSerValleuAsnTyrGluArgAlaArgArgProGlyLeuLeuGlyAlaSerVal 680 

CTGGGCCTGI^ 2100 

LeuGlyLeuAspAspIleHisArgAlaTrpArgThrPheValLeuArgValArgAlaGln 700 

WC^CCGCCTGWCTGTACmGTCM^TGWTGTG^GGCGCGTACGACACCATC 2160 

AspProProProGluLeuTyrPheValLysValAspValThrGlyAlaTyrAspThrlle 720 

CCCCAGGACAGGCTCACGGAGGTCATCGCCAGCATCATCAAACCCCAGAACACGTACTGC 2220 

ProGlnAspArgLeuThrGluVallleAlaSerllelleLysPn^lnAsnTlirTyrCys 740 

GTGCGTCKTATGCCGTGGTCCAGMGG{CG(XCATGmCGTCCGCAAraCMG 2280 

ValArgArgTyrAlaValValGlnLysAlaAIaHisGlyHisValArgLysAlaPheLys 760 

AGOACGTCTCTACCnGACAOi.CCTCCAGtXXSTACATGCGACAGnffiTGGCTCACCTG 2340 

SerHisValSerThrLeuThrAspLeuGlnProTyrUetArgGlnPheValAlaHisLeu 780 

CAMMGTOTGAGIM^^ 2400 

GlnGluThrSerProLeuArgAspALaValVallleGluGlnSerSerSerLeuAsnGlu 800 

GCCAimTGGCCTCnCGACGTCITCCTACGCnCATGTGCCACCACGCCGTGCGCAIC 2460 

AlaSerSerGlyLeuPheAspValPheLeuArgPhetletCysHisHisAlaValArglle 820 

MBttMsm^^ 2520 

ArgGlyLysSerTyrValGlflCysGlnGlylleProGlnGlySerlleLeuSerThrLeu 840 

CTCTGCAGCn^ 2580 

LeuCysSerLeuCysTyrGlyAspMetGluAsnLysLeuPheAIaGlylleArgArgAsp 860 

GGGCTGCTCCIGCfimGGTGWTWmcnGTlGGTGACACCTCACCTCACCCACGCG 2640 

GlyLeuLeuLeuArgLeuValAspAspPheLeuLeuValThrProHisLeuTlirHisAla 880 

AWCCnCCTCAGGACCCTG3TCCGA(3GTGTCCCTMGTATGGCTGCGTGGTaAACnG 2700 

LysThrPheLeuArgThrLeuValArgGlyValProGluTyrGlyCysValValAsnLeu 900 

MGAAIiACAGTffiTliM^ 2760 

ArgLysTfirValValAsnPheProValGluAspGluAlaLeuGlyGlyThrAlaPheVal 920 

CAGATGCCGGCCCACGGCCTAntXCCTGGTGC^ 2820 

GlnHetProAlaHisGlyLeuPheProTrpCysGlyLeuLeuLeuAspThrArgThrLeu 940 

WGGTGCAWGC^TACTCCAGCTAIGCCCG(^CTCCATCAGAffiCAGTCTCACCnC 2880 

GMalGlnSerAspTyrSerSerTyrAlaArgThrSerlleArgAlaSerLeuTlirPtie 960 
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AACCGCGtmfMGM 2940 

AsnArgGlyPheLysAlaGlyArgAsnUetArgArgLysLeuPheGlyValL^iArgLeu 980 

A/BIGM^ 3000 

LysCysHisSerLeuPheLeuAspLeuGlnValAsnSerLeuGlnThrValCysTtirAsn 1000 

ATCTACAAOATCCTCCTGCTGCAGGCGTACAGOnTCACGCATGTGTGCTGCAGCTCCCA 3060 

IleTyrLysIleLeuLeuLeuGlnAlaTyrArgPheHisAlaCysValLeuGlnLeuPro 1020 

mWTCAGCAAGmG^aWCCCCAMTTmCCTGCGCGTWTCTCTMCACGGCC 3120 

PheKisGlnGlnValTrpLysAsnProTlirPhePheLeuArgVallleSerAspThrAls 1040 

TCCCTCTGCTi£TCCATCCTGAAAGCGAAGMGGCAGGGATGT(^TGGG^ 3180 

SerLeuCysTyrSerlleLeuLysAlaLysAsnAlaGlyUetSerLeuGlyAlaLysGly 1060 

GCCGCCGGCCCTCTGCCCTCCa^GGCCGTGCAGTGGCTGTGCCACCW^CAnCCTGCTC 3240 

AlaAlaGlyProLeuProSerGluAlaValGlnTrpLeuCysKisGlnAlaPheLeuLeii 1080 

, i i • * » 

AAGCTGACTCGACM^ 3300 

LysLeuThrArgHisArgValThrTyrValProLeuLeuGlySerLeuArgThrAlaGln 1 100 

AOK^GCTGAGTCGGAAGCTCCCGGGGACGACGCTGACTGCCCrGGAGGCCGWGCC 3360 

ThrGlnLeuSerArgLysLeuProGlyThrThrLeuThrAlaLeuGluAlaAlaAlaAsn 1120 

CCGGCACTGCCCTCAGACnCMGACCATCCTGGAC 3420 

ProAlaLeuProSerAspPheLysThrlleLeuAsp 1132 



Fig. Ill 



SUBSTITUTE SHEET (RULE 26) 



WO 99/01560 



26/68 



PCT/US98/13835 



Truncated protein 3 

• i ■ • i i * » i • • i 

ATGCCGCGCGCTCCCCGCTGCl^GCCGTGCGCTCaTGCTGCGCAGC^TACim^GGTGC 
IIPRAPRCRAVRSLLRSHTRCVLPLATFV 

CGGCGCCTGGGG(X(E^ 

R R L 6 P Q G I R L V Q fi G 0 P A A F R A L V A Q C L V C V P R D A R P P P A A 

OTKnCCGCMGGTGTOT(OT 

P S F R 0 V S C L K E L V A R V L Q R L C E R G A K N V L A F G F A L L D G A R 
(XtGGGGCCCft^^ 

G G P P E A F T T S V R S Y L P N T V T D A L H G S G A I G L L L R R V G D D V 

, i i i i t i i t i ■ • 

GCTGOTCACCTGCTIE^^ 

L V H L L A R C A L F V L V A P S C A Y Q V C G P P L Y Q L G A A T Q A R P P P 
A(MTAGTG(>ACCCCGA^ 

N A S G P R R R L G C E R A I N H 3 V R E A G V P L G L P A P G A R R R G G S A 

■ • • ■ « i i • • • • ■ 

(MG\AGTCTSMGWfl^^ 

SRSLPLPKRPHRGAAPEPERTPVGQGSffAHPGRTRGPSDR 
TGGTOGTGTGGTGTCAOTGTO^ 

GFCVVSPARPAEEATSLEGALSGTRHSHPSVGRQHHAGPP 
ATCCACATCGCGGCaCCACGTCCCTGGMW 

STSRPPRPWDTPCPPVYAETKHFLYSSGDKEQLRPSFLLS 

, • t » ♦ i i i * i • » 

CTCTCTGAGGCC^ 

SLRPSLTGARRLVETIFLGSRPWHPGTPRRLPRLPGRYWQ 

• *•*•»■■ 

MRPL FLELLGMHAQCPYGVLLKTHCPL RAAVTPAAGVCAR 

i i i i t ■ i i * • • • 

GGAGAAGCCCCAGGI^ 

EKPQGSVAAPEEEDTDPRBLVQLLRGHSSPWQVYGFVRAC 
CCTGCGCCGGCTGGTG(XCCC^GCCTCTGGGGCTCCAGGCACAACGMCGC^^ 

LRRLVPPGLWGSRHNERRFLRNTKKFISLGKHAKLSLQEL 
GACGTGGMGATGAGCGTGCGGGACTGCGCTTGGCTGCGCAGGAGCCCAGGGGn 

TWKHSVRDCAWLRRSPGVGCVPAAEKR LREEI LAKFLHWL 
GATGAGTGTGfTACGITCGTCGAGtnBCTCAfi 

HSVYVVELLRSFFYVTETTFQKNRLFFYRKSVWSKLQSIG 

Fig. 11J 
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MTIMAGCACHGMGOT 

IflQHLKRVQLRELSEAEVRQHREARPALLTSRLRFIPKPD 
CGGGCTG(^(mnGTGAAUTGGACTA« 

GLRFIVNUDYVVGARTFRREKRAERLTSRVKALFSVLNYE 
RARRPGLLGASVLGLODIHRAHRTFVLRVRAQDPPPELYF 

i ■ i ■ * i • i • • * ' 

TIHCAAGGTGWTGTWClMWTACWWCCATtt 

VKVOVTGAYDTIPQDR LTEVIAS I I KPQHTYCVRRYAVVQ 
GAAGGCCGCC^^ 

KAAHGHVRKAFKSHVSTLTDLQPYHRQFVAHLQETSPLRD 
TGCCGTCGT^TCGAGCAG^CTCCTCCCTGAATGAGGCCAGCAGTGGCCTtrTTCGA 

AVVIEQSSSLNEASSGLFDVFLRFUCHHAVRIRGKSYVQC 

« i » i * * • i • tit 

CCAGGGGATC^^ 

QGIPQGSILSTLLCSLCYGDUENKLFAGIRRDGLLLRLVD 
lMmCTlBn^^ 

DFLLVTPHLTHAKTFLRTLVRGVPEY6CVVNLRKTVVNFP 
TGTAGAAGAMM^ 

VEDEALGGTAFVQMPAHGLFPWCGLLLDTRTLEVQSDYSR 



GTGAmaTGGCCGGAAGTGGAGCCTGTGCCM 

i 

TGCCACAGGGTGCCCCTCGTCCCATCTGGGGCTGAGCACAMTGCATCTTTCTGTGGGAGTGA^ — 



Fig. UK 
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Altered C-terminus protein 

ATGCCGCGCGCT^ 

yPRAPRCRAVRSLLRSHTREVLPLATFV 

CGIMCTffiGGCCCCAGlklTGGt^CM^ 

RRLGPQGWRLVQRGDPAAFRALVAQCLVCVPWDARPPPAA 

t • i i • i • • » » • • 

CCaTCCmCGCCAGGTGTCCTGCCTawa^TGGTGGCCCGMTGCTGCAMGSCTGTGCWGCra 

PSFRQVSCLKELVARVLORLCERGAKNVLAFGFALLDGAR 
CGGGGGCCCCCC^^ 

GGPPEAFTTSVRSYLPNTVTDALRGSGAWGLLLRRVGDDV 
GCTQGnMCTCGM^ 

LVHLLARCALFVLVAPSCAYQVCGPPLYQLGAATQARPPP 
AIMCTAGTGGACCCCGMGGKTCTGGGATGf^^ 

HASGPRRRLGCERAWNHSVREAGVPLGLPAPGARRRGGSA 

i i • i • i • • • * * 1 

(WMCTGCCOTGCCC^^ 

SRSLPLPKRPRRGAAPEPERTPVGQG S W AHPGRTRGPSDR 
GFCVVSPARPAEEATSLEGALSGTRHSHPSVGRQHHAGPP 
STSRPPRPWDTPCPPVYAETKHFLYSSGOKEQLRPSFLLS 

i i i i i i « • • 1 1 * 

CTCTCTGAGKC^^ 

SLRPSLTGARRLVETIFLGSRPWHPGTPRRLPRLPQRYHQ 
MTffi(3GC($TGnTCTW^ 

HRPLFLELLGNHAQCPYGVLLKTHCPLRAAVTPAAGVCAR 

* • i i • i • * 1 * ' 1 

(iGAGAAGTOGGGCTCTGTGISCGKC 

EKPQGSVAAPEEEDTDPRRLVQLLRQHSSPWQVYGFVRAC 
CCTGCGCCGGCTGGTGCC^^^ 

LRRLVPPGLWGSRHNERRFLRNTKKFISLGKHAKLSLQEL 

t . . i i i t i • • • • 

GACGTGGAAGATGAGCW^ 

TWKUSVRDCAWLRRSPGVGCVPAAEHRLREEILAKFLHWL 
GATGAGTGTGTACGTMTCGAGCTGCTWGGTCMMATGTW(!G^ 

USVYVVELLRSFFYVTETTFQKNRLFFYRKSVWSKLQSIG 
MTCAGACAGCACHGAAGA^^ 

I R 0 H L K R V Q L R E L S E A E V R Q H R E A R P A L L T S R L B F I P K P 0 

Fig. 11L 
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CGGGCTGCGGlMnGTlMA 

g l r p i v n h d y v v g a r t f r r e k r a e r l t s r v k a l f s v l n y e 
gcgggbsci^^ 

r a r r p g l l g a 3 v l g l d 0 i h r a i r t f v l r v r a q d p p p e l y f 
tgtcaaggt&Wgacg^^ 

v k v 0 v t g a y d t i p 0 d r i t e v i a 8 i i k p q n t y c v r r y a v v 0 

, i * ■ i i • * i i » ■ 

(MfflXGCCCATGGGOT 

K A A H G H V R K A F K S H V S T L T D I Q P Y M R Q F V A H L Q E T S P I R D 

, , i * • • i i i • • > 

TGCCGTCOTCATCGAGCA^ 

A V V I E 0 3 3 S L N E A S 8 G L F D V F L R F V C H H A V R I R G K 8 Y V Q C 
CCAGGGGATKC^ 

QGIPQGSI LSTLLCSLCYGDUENKLFAGI RRDGLLLRLVD 

. , i i i . i • t ■ i • 

DFLLVTPHLTHAKTFLRTLYRGVPEYGCVVNLRKTVVNFP 

V E 0 E A L G G T A F V Q H P A H G L F P I C G L L L 0 T R T L E V Q S D Y S S 
CTATGCOWCCATC^^ 

YARTSIRASLTFNRGFKAGRNHRRKLFGVLRLKCHSLFLD 
MCA$TGAA(MCCTCCA^ 

LQVMSLQTVCTNIYKILLLQAYRFHACVLQLPFHQQVWKN 

• i ■ • • • ■ 

cci^TiTTrara^ 

PTFFLRVI SDTASLCYSILKAKNAE 



EENILVVTPAVIGS 

GGGAMGKAGAGATG1MOT 

GQPEIIEPPRRPSGVGSFPVSPGRGVGLGL * 



Fig. 11M 
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Protein that lacks motif A 

ATGCCGtXSCSCTroCT^ 

UPRAPRCRAVRSLLHSHTR EVLPLATFV 

■ i ■ • i i i i i • » • 

RRLGPQGWRLVQRGDPAAFRALVAQCLVCVPWOARPPPAA 
(mTKnCCtmGGTGTMTGCCTIMGAfiCTGGTO 

PSFRQVSCLKELVARVLQRLCERGAKNVLAFGFALLDGAR 

t • i * * < < ■ • • • • 

CGGGGGCOCCMfi^^ 

G G P P E A F T T S V R S Y L P N T V T 0 A L R G S G A V G L L L R R V G 0 D V 
(MMCTIEAM 

L V H L L A R C A L F V L V A P S C A Y Q V C G P P L Y Q L G A A T Q A R P P P 

i * » i i • * t • • • • 

ACACGCTAGTGWCCCCGMOTCTW 

HASGPRRRLGCERAWNHSVREAGVP LGL PAPGARRRGGSA 

i i • < • i « • i • * * 

CAGCCGAAffl^^ 

SRSLPLPKRPRRGAAPEPERTPVGQGSffAHPGRTRGPSDR 

, i • i ■ • t i • • • • 

TOTTGTGTGGTGTCACCTGCCAGACCCMGAAGCCACM 

G F C V V 3 P A R P A E E A T 8 I E G A L S G T R H 8 H P 3 V G R Q H H A G P P 

ATMnim 

STSRPPRPWDTPCPPVYAETKHFLYSSGDKEQLRPSFLLS 

t > * i i t i * • < * » 

CTCTCTGAGGCCW 

SLRPSLTGARRLVETI FLGSRPWMPGTPRR LPRLPGRYWQ 
MTGCGGCCCCTGTTTCTGGAGCTGCnGGGAACCACGCGCAGTGCC^ 

URPLFLELLGNHAQCPYGVLLKTHCPLRAAVTPAAGVCAR 
GGAfiAAKXCCAGGIOT^ 

EKPQGSVAAPEEEDTDPRRLVQLLRQHSSPWQVYGFVRAC 
CCTG()G(X}GGCTGGTGCCCCCAGGCCTCTGGGGCTC£AGGCACM 

LRRLVPPGLWGSRHNERRFLRNTKKFISLGKHAKLSLQEL 
GACGTGGAAGATIiAHM^ 

T W K y S V R D C A W L R R S P G V G C V P A A E H R L R E E I L A K F L H V L 

i * i i > > i * • • • • 

GATGAGTGTGTACGTTOGOT^ 

USVYVVELLRSFFYVTETTFQKNRLFFYRKSVWSKLQSIG 
AATOCAGCACHGAAGAGGGTGCAGC^ 

IRQHLKRVQLRE LSEAEVRQHREARPALLTSRLRFI PKPD 

Fig. UN 
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■ i i * i • « i i > » • 

CGGGCTGCGGW 

GLRPIVNUOYVVGARTFRREKRAERLTSRVKALFSVLNYE 
GtMGCGGCG^^ 

RARRPGLLGASVLGLDDIHRAWRTFVLRVRAQDPPPELYF 

TGTCAAG GACAGGCTCAC^TCATCGCCAGCATWTCAMCCCCAGAACAraTACTGMTGCGT^ 
V K 0 R L T E V I A S I I K P Q N T Y C V R R Y A V V Q 

GAAGGtfGCCIW 

KAAHGHVRKAFKSHVSTLTDLQPYURQFVAHLQETSPLRD 
TtHMMGAGCM 

A V V I E Q S S $ I N E A S S G L F D V F I fl F H C H H A V R I R G K S Y V Q C 

QGIPQGSILSTLLCSICYGDUENKLFAGIRRDGLLLRLVD 
TMMHGniFGAMlXTCAOT 

DFLLVTPHLTHAKTFLRTLVRGVPEYGCVVNLRKTVVNFP 
VEOEALGGTAFVQMPAHGLFPWCGLLLDTRTLEVQSDYSS 

i.i i • i i i * i * * 1 

CTATGCCCGGACCTCCATCAGAIK)CAGTCT[^ 

YARTSIRASLTFNRGFKAGRNHRRKLFGVLRLKCHSLFLD 
TTTBMfl^ 

LQVNSLQTVCTNIYKILLLOAYRFHACVLQLPFHQQVWKN 
CC(MMCCTG»^^^ 

P T F F L R V I S 0 T A S L C Y S I L K A K N A G U 8 L G A K G A A G P L P 3 E 

* i i • i i * • i i * * 

G(EGTGMT(3K!TGTTO 

AVQWL. CHQAFL LKLTRHRVTYVP LLGSLRTAQTQLSRKLP 

i t * • i i ■ * i * • * 

(SfilGACGACGCTGACTffl^ 

G T T L T A L E A A A N P A L P S D F K T I L D 

i i i • i i i i ■ i • ■ 

CTGTCACIiCCGK^ 

GAGTGTIXGGCTGAGGCCTGAGCGAGTGTCCAGC^ 
WGQAGCCCGGCnCWCT(XXCACATAGGMTA6TCCAT(XCCAGAnC^ 

i i • i * i • t i » * * 

GGACKTGGGA(iCTCTG(jM^ 

AATACTGAATATATGAGTTTTTCAGTTTTGA Fk. 110 



SUBSTITUTE SHEET (RULE 26) 



WO 99/01560 



PCT/US98/13835 



32/68 

Truncated protein that lacks motif A 

ATGCOiCGCGCTCCCCGCTm 

MPRAPRCRAVRSLLRSHTREVLPLATFV 

R R L 6 P Q G I R L V Q R G D P A A F R A L V A 0 C L V C V P I D A R P P P A A 

CI^CCTTCCGCCAGGOT^ 

P S F R Q V S C L K E L V A R V L 0 R L C E R G A K N V L A F G F A L L D G A R 
CGGG(E(XC(XC« 

G G P P E A F T T S V R S Y L P N T V T D A L R G S G A I G L L L R R V G 0 D V 
GCTGGHCAKTGCTGIMGCT^ 

L V H L L A R C A L F V L V A P 3 C A Y Q V C G P P L Y Q L G A A T Q A R P P P 
A(WJtiT<MC(m^ 

H A S G P R R R L G C E R A I N H 3 V R E A G V P L G L P A P G A R R R G G 8 A 
(MAGTCT(H«W 

SRSL PLP KflPRRGAAPEP ERT PVGQGSWAHP6R TR6PSDR 
TGGMTGWGGTGTMIXTO 

G F C V V S P A R P A E E A T S L E G A L S G T R H S H P S V G R Q H H A G P P 

* * i • # » i i i > 

ATWTCGCGGC^ 

STSRPPR PWDTPCP PVYAETKHFLYSSGDKEQLRPSFLLS 
SLRPSLTGARRLVETIFLGSRPWMPGTPRRLPRLPQRYWQ 
y A P L F L E L L G N N A Q C P Y G V L L K T H C P L R A A V T P A A G V C A R 

...... 

GGAGAAGtmGGGm 

EKPQGSVAAPEEEOTDPRRLVQLLRQHSSPWQVYGFVRAC 

» * • i • • • * • 1 ' ' 

CnBOGWSCIBG^^ 

LRRLVPPGLWGSRHHERRFLRNTKKFISLGKHAKLSLQEL 
TWKUSVRDCAWLRRSPGVGCVPAAEHRLREEILAKFLHWL 

• ••••• 

GATGAGTGMCGTO(M(jC^ 

y 3 V Y V V E L I R S F F Y V T E T T F 0 K N R L F F Y R K 3 V H S K L Q S I G 
IRQHLKRVQLRELSEAEVRQHREARPALLTSRLRFIPKPD 

Fig. UP 
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(^TGCGGtXGAnGTGMMT 

GLRPIVNMDYVVGARTFRREKRAERLTSRVKALFSVLNYE 

^(lt»•^»< , • 4 

GCGGGCGCC^CGCCCCGGCCTCCTGGGCGCCTCTGTGCTGGGCCTGaACaATATCCACAGGGCCTGGCGCAa 

RARRPGLLGASVLGLODIHRAWRTFVLRVRAQDPPPELYF 

i • i i t i « ■ * * * * 

TGTCAAG GACAlETCACfiiAG^ 

V K DRLTEVIASIIKPQNTYCVRRYAVVQ 
GA/UEITOTGGGM^ 

KAAHGHVRKAFKSHVSTLTOLQPYMRQFVAHLQETSPLRD 

. t t i • i • » « ' 

TGCCGMCATIM^ 

A V V I E Q S S S L N E A S S G L F D V F L ft F H C H H A V R I R 6 K S Y V Q C 

i . ■ i i i • » • * * ' 

CGAGSGGATOtMMCAGGGCTCCATCCTCTCCAOGCTGCTCTGCAGCCTGTGCTAWGC^ 

QGIPGGSILSTLLCSLCYGDUENKLFAGIRROGLLLRLVO 
TIMTCnGlTGGTGACAMT^^ 

DFLLVTPHLTHAKTFLRTLVRGVPEYGCVVNLRKTVVNFP 
TGTAGAAGA^GtmWM 

VEDEALGGTAFVQIIPAHGLFPWCGLLLDTHTLEVQSDYSR 



GTGAGCGCACCTGGCC^ 

i 

IGCtMGGGTGKCCTOTOTCTGGGGCTGAGCAC 



Fig. HQ 
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PCT/US98/13835 



Lacks motif A and altered C-terminus 

ATGC«GCTC(mTG(X« 

UPRAPRCRAVRSLLRSHTREVLPLATFV 

CGffiGKTGGKE^ 

RRLGPQGWflLVQRGDPAAFRALVAQCLVCVPWDARPPPAA 
OTCCTTOWCCTO^ 

PSFRQVSCLKELVARVLQRLCERGAKMVLAFGFALLD6AR 
(MOTCCCGAGIi™ 

GGPPEAFTTSVRSYLPNTVTOALRGSGAWGLLLRRVGDDV 
GCTGGMCCTGCTGGCACtiCTGMMCTCTnGTGCTGGTGGCTK 

L V H L L A R C A L F V I V A P S C A Y Q V C G P P I Y Q I G A A T Q A R P P P 
ACACGCTAGTGGACCCCGMGGCGTCTGGGATGCGMMGGCCTGGAACCATAGCGTCA^ 

KASGPRRRLGCERAWNHSVREAGVPLGLPAPGARRRGGSA 

i i i i i i i ■ • • • • 

CAGOMTCTOTGMimGGCCC^ 

SRSLPLPKRPRRGAAPEPERTPVGQGSWAHPGRTRGPSDR 

III I I l i I » * ' * 

TGGCTCTGTGTGGTGMm^ 

GFCVVSPARPAEEATSLEGALSGTRHSHPSVGRQHHAGPP 

, i i i i ■ « • » • » • 

ATGOTJGGGGCCACC^ 

STSRPPRPWDTPCPPVYAETKHFLYSSGDKEQLRPSFLLS 

• i * » i i i • • • • * 

CTCTCTGAGGCCCAGCCTGACTGGCGCTCGGAGfiCTCGTGGAGACCATCTn 

SLRPSLTGARRLVETIFLGSRPWMPGTPRRLPRLPQRYWQ 
MTGWTGmCTGM 

MflPLFLELLGMHAQCPYGVLLKTHCPLRAAVTPAAGVCAfl 

iii i • i ■ i * » » » 

GGAGMGCHXAGIjGCTCTGTIM 

EKPQGSVAAPEEEDTDPRRLVQLLRQHSSPWQVYGFVRAC 

III l l • i t • * * 1 

CCT($COTGGTGC^ 

LRRLVPPGLW6SRHNERRFLRNTKKFISLGKHAKLSLQEL 
GAWTGGAAGATGAGMTGCGGGACTGMCniETGMWGW 

TWKMSVRDCAWLRRSPGVGCVPAAEHRLREEILAKFLHWL 
GATGAGTGTGTAMlTCGTl^GCTGCTCAGGnnntrrrrTATGT^^ 

(ISVYVVELLRSFFYVTETTFQKHRLFFYRKSVWSKLQSIG 
MTCAGACAGCACnGAAGAGGGTGt^GCTGCGGGAGCTGTCGGAAGCAGAG^ 

I R Q H L K R V Q L R E L S E A E V R Q H R E A R P A L L T S R L R F I P K P D 

Fig. 11R 
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CGGGCTIM^^ 

GLRPIVNIIDYVVGARTFRREKRAERLTSRVKALFSVLNYE 

R A R R P G L L G A S V L G L D D I H R A W R T F V L R V R A Q D P P P E L Y F 

TGTCAAG »CTCACM3fiTCATCGCCAGCATCATCMIXCAaAACAKTACTGCGTGCGTraTATGCCGTGGICM 

V K DHLTEV IAS I IKPQNTYCVRRYAVVQ 

(M«CATGGGM(M^ 

K A A H G H V R K A F K S H V 3 T L T 0 L Q P Y U R Q F V A H L Q E T S P L R D 
TGCCGTCGTCATCWAW 

A V V I E Q S S S L N E A S S G L F D V F I R F U C H H A V R I R G K S Y V Q C 
CWGGGGATCCCGCAGGGCTCCATCCTCTCCACGCTGCTCTGCAGCCTGTGCTACGGC^ 

Q G I P Q G S I L S T L L C S L C Y G 0 V E N K L F A G I R R D G L I L R L V D 

• i i * i i • • • ' • • 

TGAmcnGnGGTGAMCCTW^ 

DFLLVTPHLTHAKTFLRTLVRGVPEYGCVVNLRKTVVNFP 

. i . i » • • • » ■ ' 

TGTAGAAGACGA(SGC(CTOT 

VEDEALG6TAFVQUPAHGLFPWCQLLLDTRTLEVQSDYSS 

■ l * I * l t t l •* • 

CTATGCCCGGAOTOT 

Y A R T S I R A S L T F N R G F K A G R N U R R K L F G V L R L K C H S L F L D 
LQVNSLQTVCTNIYKILLLQAYRFHACVLQLPFHQQVWKN 

i i t i * ■ ■ 

(mcATTmccTGraw^ 

PTFFLRVISDTASLCYSILKAKNAE 

I 

(XGMGAAMCATTTCTGTCGT6ACTCCTGCGGTGCTTGGGTC 
EENILVVTPAVLGS 

GGGAimAGAGATGGAGl^TOCAGAaGTra 

GQPEHEPPRRPSGVGSFPVSPGRGVGLGL* 



Fig. US 
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N-terminal truncated telomerase (ver. 2) 

ATG«GCTimC11>(XGAGCCGT(m 

yPRAPRCRAVRSLLRSHTREVLPLATFV 

i i i ■ i * ■ • * i i • 

RRLGPQ6WRLVQRGDPAAFRALVAQCLVCVPWDARPPPAA 

G L P G V G V R L G I R A A G G N Q R H A E $ S A G D S G R F P R R 
ASPGSASGWG*6fiPGGTSDMRRAAQATQGASPAG 
P P R G R R P A G V E G G R 6 E P A T C G E Q R R R L R A L P P Q V 

PSFRQVSCLKELVARVLQRLCERGAKNVLAFGFALLDGAR 

■ t * t t * i • • • ■ • 

MGfiGGOmCGA^ 

GGPPEAFTTSVRSYLPNTVTDALRGSGAWGLLLRRVGODV 
KTGGTTMKTGCTffiMCGCTGCGCG^ 

L V H L L A R C A L F V L V A P S C A Y 0 V C G P P L Y Q L G A A T Q A R P P P 
AWAGTGGAmiW 

HASGPR RRLGCERAWNHSVREAGVPLG LPAPGARRRGGSA' 
(MJISAAGTCTIiCCGTC 

SRSLP L PKRP RRGAAPEPERTPVGQGSWAHPGRTRGPSDR 

» # ■ I I • I • i < • ■ 

TGGMTGTGTGGTGTCACCT()CCAG^ 

G F C V V S P A R P A E E A T S L E G A L S G T R H S H P S V G R Q H H A G P P 
STSRPPRPWDTPCPPVYAETKHFLYSSGDKEQLRPSFLLS 

( ■ I « I • i ■ * * ' ' 

CTCTCTGAGGCCCAGCCM 

SLRPSLT6ARRLVETIFL6SRPWHPGTPRRLPRLPQRYWQ 

MR PLFLELLGNHAQCPYGVLLKTHCPL RAAVTPAAGVCAR 
GlttflAAIlCCCCAfl^^ 

EKPQGSVAAPEEEDTDPRRLVQLLRQHSSPWQVYGFVRAC 
KTIMtMiTGCCC^^ 

LH RLVPPGLHGSRHNERRFLRNTKKFI SLGKHAKLSLQEL 
GAMTGGAAGATGAGWTGC(jGGACT(jCGCnG 

TWKHSVRDCAWLRRSPGVGCVPAAEHRLREEILAKFLHWL 



Fig. 11T 
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• ■ * • * • • • * * * • 
CiATGAGTGTGTACGTMTCM^^ 

MSVYVVELLRSFFYVTETTFQKNHLFFYHKSVWSKLQSIG 

i • • t i i • * • i i i * 

AAT--KNN- -GACAGTCACCAGGGGGGnGACCGCCGQACTGGGCGTCIXCAGGGnW^ 

MTGGAMCtt^ 

GCTGAGCAAGCCTCCTGAGGGGCTCTCTATTG. 

Fig. 11U 



Truncated protein 1 (ver. 2) 

■ i i ■ i i « i i •• * 

ATGCCGCGCGCT(XCC6CT6CC6AG(X;GTGCGCTCCCT(jCTGCGCAGC 
HPRAPRCRAVRSLLRSHTREVLPLATFV 

KGCGCCTGGIjGC^^ 

RRLGPQGWRLVQRGDPAAFRALVAQCLVCVPWDARPPPAA 



GGCCTCtXXGGGGTCGGCGTCCGGCTGGGGnGAGGGCGGCCGGGGGGAACCAGCGAC^ 

GLPGVGVRLGLRAAGGNQRHAESSAGDSGRFPflR 
A S P G 3 A S G I G * G R P G G T S D y R R A A Q A T Q G A S P A G 
PPRGRRPAGVEGGRGEPATCGEQRRRLRALPPQV 

■ I 

ccimnraGGTircm^ 

PSFRQVSCLKELVARVLQRLCERGAKNVLAFGFALLDGAR 

« i i • i i • i i > * < 

GGPPEAFTTSVRSYLPNTVTDALRGSGAWGLLLRRVGDDV 

i i • i t * i t i • * * 

GCTGGnCACCTIiCTGfiCA^ 

L V H L L A R C A L F V L V A P S C A Y 0 V C G P P L Y Q L G A A T 0 A R P P P 

i i i i i « i • < ■ a 1 

ACACGCTAGTGGOTGA^ 

HASGPRRRLGCERAWNHSVREAGVPLGLPAP6ARRRGGSA 
CAGC(MGTCTGCCGn(3CCCM(MXC^ 

SRSLPLPKRP RR6AAPEPERT PVGQGSWAHPG'RTRGPSDR 
TGGTOTGTGTGGMAKTGCCA^^ 

G F C V V S P A R P A E E A T S L E G A L S G T R H S H P 3 V G R Q H H A G P P 



Fig. 11V 
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ATG(XXjCGCGCTCCCGGCTG(XMiCCGTGCGCT(XXTGCT^ 

UPRAPRCRAVRSLLRSHTREVLPLATFV 

(^CCTG^GCCCM^ 

R R L G P Q G I R L V Q R G D P A A F R A L V A Q C L V C V P I 0 A R P P P A A 



OTKCt^iGTCGOTOT 

G L P G V G V R L G L R A A G G N Q R H A E S S A G D S G R F P R R 
A S P G S A S G W G * G R P G G T S D U R R A A Q A T Q G A S P A G 
PPRGRRPAGVEG6RGEPATCGEQRRRLRALPPQV 

i j i • . • ... • • • ' • 

CCCCTftnCC&CAGGTG^^ 

PSFRQVSCLKELVARVLQRLCERGAKNVLAFGFALLDGAR 

i • • i ■ ■ i ■ • * ' a 

G G P P E A F T T S V R S Y L P N T V T D A L R G S G A » G L L L R R V G D D V 

LVH L LAR CALFVLVAP SCAYQVC6P PLYQL GAATQARP PP 
ACACGCTAGTGGAWmAW^ 

H A 5 G P R R R L G C E R A W N H S V R E A G V P L G L P A P G A R R R G G S A 

, ■ ■ t . • i * « 1 * ' 

CAGCf^GTCTGOTGCWMlAGTO 

srslplpkrprhgaapepertpvgqgswahpgrtrgpsdr 
tggthctgtgtotcactma^ 

g f c v v 3 p a r p a e e a t s l e g a l 3 g t r h s h p s v g r q h h a g p p 
atccacatcgWm^ 

stsrpprpwdtpcppvyaetkhflyssgdkeqlrpsflls 



Fig. 11 f 
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Truncated protein 2 (ver.2) 



ATSCC6CGC6CTOCCGCTGCCGAGCCMTG(^TWXTGCT^WGCC^ 
HPRAPRCRAVRSLLRSHTfiEVLPLATFV 

8HLGPQGWRLVQRGDPAAFRALVAQCLVCVPWDARPPPAA 



GLPGVGVRLGLRAAGGNQRHAESSAGDSGRFPRR 
ASPGSASGWG*GRPGGTSDURRAAQATQGASPAG 
PPRGRRPAGVEGGRGEPATCGEQRRRLRALPPQV 

I 

CtXXTTCCnCCGCCAGGTBTCCTGCCTGAAGGAGCTGGTGGCCC^ 

PSFRQVSCLKELVARVLQRLCERGAKNVLAFGFALLOGAF 



GGPP EAFTTSVRSYLPNTVTDALBGSGAWGL L LRRVGDDV 
GCTCGnCAWTGCTGG^ 

LVHLLARCALFVLVAPSCAYQVCGPPLYQLGAATQARPPP 



ASGPRRRLGCERAWMHSVREAGVPLGLPAPGARRRGGSA 



SRSLPLPKRPRRGAAPEPERTPVGQGSWAHPGRTRGPSOR 

GFCVVSPARPAEEATSLEGALSGTRHSHPSVGRQHHAGPP 
ATCMCATflMCA^^ 

stsrpprpwotpcppvyaetkhflyssgokeqlrpsflls 
ctctctgagtogcctm^ 

slrpsltgarrlvetiflgsrpwmpgtprrlprlpqrywq 



II R P L F L E L L G N H A Q C P Y G V L L K T H C P L R A A V T P A A G V C A R 



E K P Q G S V A A P E E E D T D P R R L V 0 L L R 0 H S S P I 0 V Y G F V R A C 
flJTKECGGCTGGTC^^ 

LRRLVPPGLWGSRHNERRFLRNTKKFISLGKHAKLSLQEL 



SUBSTITUTE SHEET (RULE 26) 



Fig. 11X 



WO 99/01560 



PCT/US98/13835 



40/68 



GATCTGIiAAGATGM 

TWKMSVRDCAWLflRSPGVGCVPAAEHRLREE I LAKFLHWL 
GATGICTiTGTAlBTOT^ 

MSVYVVELLRSFFYVTETTFQKNRLFFYRKSVWSKLQSIG 

i i ■ • i i i • ■ • • • 

AATWGA^CACnGMGAGGGTGCAMTGCG^ 

IRQHLKRVQLRELSEAEVRQHREARPALLTSRLRFIPKPD 
CGGGCTGCGGCIXiftnGTGAACATGGACTACGTCGTGGGAG^ 

GLRPIVNMDYVVGARTFRREKRAERLTSRVKALFSVLNYE 

, » » i « i i • • • 1 ♦ 

GCGGGCGCGGCGCCCCGGCCTCCTGGGCGCCTCTGTGCTGGGCCTGGACGATATCCACAGGGCCTGGC^A 

R A R R P G L L G A S V L G L D 0 I H R A I R T F V L R V R A 0 D P P P E L Y F 
TGMGGTGGATGTGAMffi^ 

V K V D V T G A Y 0 T I P Q 0 R L T E V I A S I I K P 0 N T Y C V R R Y A V V Q 

• ■ * t i i i • • * * * 

GAAGG CC^CATGGGCACGTCCGCAAGGCCTTCAAGAGCCAC 
KAAHGHVRKAFKSH 

GTCCTACGTCCAGTG 
V L R P V 

CCAGGGGATOI^(E^ 

P G 0 P A G L H P L H A A L Q P V L R R H G E Q A V C G D S A G R A A P A F V G ' 
TGATnCTTGniiGTGACAC^ 

t 



Fig. 11Y 
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Reference protein (ver. 2) 

ATGCCGCKIGCTCOT 60 
HetProArgAlaProArgCysArgAlaValArgSerLeuLeoArgSerHisTyrArgGlu 20 

GTGCTGttGCTIEWCGncaGCGGtm 120 
ValLeuProLeiiAlaTtirPheValArgArgLeuGlyProGlnGlyTrpArgLeuVal61n 40 

CGCGGGOACCCGGCGGCmCCGCGCGCTffiTGGCCCASTGCCTGGTGT^ 180 
ArgGIyAspProAlaAlaPheArgAlaLeuValAlaGlnCysLeuValCysValProTrp 60 

AspAlaArgProProProAlaAlaProSerPheArgGInVal 
tmTCCCCGOTCffiimGGM^ 

GLPGVGVRLGLRAAGGNQRHAESSAGDSGRFPRR 
ASPGSASGWG * GRPGGTSDURRAAQATQGASPAG 
PPRGRR PAGVEGGR6EPATCGEQRRRLRALPP GV 



TCCTGCCTGAAGGAGCTG 240 
SerCysLeuLysGluLeu 80 

GT^CCGAGTGCTGC^GGCTGTGCGAGCGCGGCGCGAAGAACGTGCTGGCCnfXGC 300 

ValAlaArgValLeuGlnArgLeuCysGluArgGlyAlaLysAsnValLeuAlaPheGly 100 

TTGGCGGTGCTGGA(XiGGGCGCGCGGGGG(XXCXOGAGGCCTTCACGACCAGCG^ 360 

PheAlaLeuLeuAspGlyAlaArgGlyGlyProProGluAlaPheThrTlirSerValArg 120 

AIH!TACCTGCC(!AACAOT^ 420 

SerTyrLeuProAsnThrValThrAspAlaLeuArgGlySerGlyAlaTrpGlyLeuLeu 140 

nGCGCCGCGTGGCCGAC^CGTGCTGGTTCACCTGCIGGCACGCTGCGCGCTCmGTG 480 

LeuArgArgValGlyAspAspValleuValHisLeuLeuAlaArgCysAlaLeuPheVal 160 

CTffiTG-XTCCCAGCTTOTACCM^ 540 

LeuValAIaProSerCysAlaTyrGlnValCysGlyProProLeuTyrGlnLeuGlyAla 180 

(jCWCTCAGGCCOT^KAWCGCTAGTIM 600 

AlaTh rGlnAiaArgProProProHisAlaSe rGlyProArgArgArgLeuGlyCy sGlu 200 

OiGGCCTGGMCCATAGCGTCAGGGAGGCCGGGGTCCCCCTGGGC^ 660 

ArgAlaTrpAsnHisSerValArgGluAlaGlyValProLeuGlyLeuProAlaProGly 220 

GCGAGGAGGCGCGGGGGCAGTGCCAGCCGMGTCTGCCG^ 720 

MaArgArgArgGlyGlySerAlaSerArgSerLeuProLeuProlysArgProArgArg 240 

GGfMXCTGAIfflGAG^^ 780 

GlyAlaAlaProGluProGluArgThrProValGlyGinGlySerTrpAlaHisProGly 260 

Fig. HZ 
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AGGACGCGTffiACCGAGTGACCGTGGTTTCTG TGTGGTGTCACCTGCCAGACCCGCCGM 
ArgThrArgGlyProSerAspArgGlyPheCysValValSerProAlaArgProAlafilu 

GAAGCCIETCTnffli^ 

GluAlaTtirSerLeuGluGlyAlaLeuSerGlyThrArgHisSerHisProSerValGly 

ArgSMisHisAlaGlyProProSerTlirSerArgProProArgProTrpAspTtipPro 

TGTOCGGTGTACGCCWMCCWGCACnCCTCTACTaiCAGGCW&mCAS 
CysProProValTyrAlaGluThrLysHisPheLeuTyrSerSerGlyAspLysGluGln 

CTWCTCCTTIXTACTCAGCTCICTaAG^CAGCCTWCTGGCGCTCMGCTC 
LeuArgProSerPheLeuLeuSerSerLeuArgProSerLeuThrGlyAlaArgArgLeu 

GTG^CCATCmCT^nCCAGGCaTGWTaXAGGMCTCCCCGCAGGnGCCC 
ValGluTtirllePheLeuGlySerArgProTrpBetProGlyThrProArgArgLeiiPro 

CG(XTGC(^)AGCGCTACTG(K^TGOGGCCCCTSTTK 
ArgLeuProGlnArgTyrTrpGlnHetArgProLeuPtieLeuGluLeuLeuGlyAsnHis 

GCGCAGTGCC(X^ACGGGGT%TCCT(MACGCA^ 
AlaGlflCysProTyrGlyValLeoLeuLysThrHisCysProLeuArgAlaAlaValThr 

CCAGCAGC CGGTGTCTGTGCCCGGGAGAAGCCC CAGGGCTCTGTGGCGGCCCCCGAGGAG 
ProAlaAlaGlyValCysAlaAroGluLysProGlnGlySerValAlaAlaProGluGlu 

GAGGACACAaACCCCraiCGCCTGGTGCMCTGCTCffiCCAGCACAGCAGOXCTfrGCAG 
GluAspThrAspProArgArgLeuValGlnLeuLeuArgGlnHisSerSerProTrpGln 

GTGTAt^CnCGTGCGGGCCTGCCTGCGCCMCTGGTGCCCCCAGGCCTC 
ValTyrGlyPheValArgAlaCysLeuArgArgLeuValProProGlyLeuTrpGlySer 

ArgHisAsnGluArgArgPheLeuArgAsnThrLysLysPhelleSerLeuGlyLysHis 

GIXIAAKTCTCGCTGCAIjGAGCTGACGT^ 
AlalysLeuSerLeuGlnGluLeuTlirTrpLysUetSerValArgAspCysAlaTrpLeu 

ArgArgSerProGlyValGlyCysValPraAlaAlaGluHisArgLeuArgGluGluIle 

rj(^CMGnCCTGCACT(ffiCTaATaAGTGTGTAC11ireTCGAfiCTGCTCAGGTCTTTC 
LeuAlaLysPheLeuHisTrpLeuMetSerValTyrValValGluLeuLeuArgSerPhe 



840 
280 

900 
300 



320 

1020 
340 



360 

1140 
380 

1200 
400 

1260 
420 

1320 
440 

1380 
460 

1440 



1500 
500 

1560 
520 

1620 
540 

1680 
560 



MATCTCACGGAGAMMCG^ 1740 
PheTyrValThrGluThrThrPlieGlnLysAsnArgLeyPhePheTyrArgLysSerVal 580 



Fig. 11AA 
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TGGAGCMGTTG(M^nGGMT(^GACAGUCnGAAGAG^GC^TI3^GGAG 1800 

TrpSerLysLeuGlnSerlleGiylleArgGlnHisLeuLysArgValGliiLeuArgGlu 600 

CTGTK(iAAGCAGAGGT(Mj^ 1860 

LeuSerGluAlaGluValArgGlnHisArgGluAlaArgProAlaLeuLeuThrSerArg 620 

CT(XGCnCATCCCCMGCCTGACGGGCTGCGGCCOAnGT(^WTG^CTACGTMTG 1920 

LeuArgPhelleProLysProAspGlyLeuArgProIleValAsnMetAspTyrValVal 640 

mwmzmmmmmmmm(xmmm 1980 

GlyAlaArgThrPheArgArgGluLysArgAlaGluArgLeuThrSerArgValLysAla 660 

CTGTTCAGCGTGCTCMCTAC^GCGGGCGCGGCGCCCCGGCCTCCTGGfiCGCCTCTGTG 2040 

LeuPheSerValLeuAsnTyrGluArgAlaArgArgPro6iyLeuLeuGlyAlaSerVal 680 

CTGGGCCTGGACWTATCaCAGGGCCTffiCGCACCnCGTGCTGCGTGTGCGGGCCCAG 2100 

LeuGlyLeuAspAspIleHisArgAlaTrpArgThrPheValLeuArgValArgAlaGln 700 

(MlffiCOTGAGCTGTACTnGTCMGGTGGATGTW 2160 

AspProProPr^luLeuTyrPheValLysValAspValThrGlyAlaTyrAspMle 720 

CC^aACA(KKTCACG11AGfiTCATCGCCA(KATCATCAMCCCCAGMCACGTACTGC 2220 

ProGlflAspArgLeuThrGluVallleAlaSerllelleLysProGlnAsnThrTyrCys 740 

GTGC«TCGGTATGCCGTGGTCCAaAAGGCC(SC(XATK(iWKTCCG(^GGCCnCAAG 2280 

ValAi^ArgTyrAlaValValGlnLysAlaAlaHisGlyHisValArgLysAlaPheLys 760 

AGCCACGTCTCTAKT^^ 2340 

SerHisValSerTtirLeuTtirAspLeufilnProTyrMetArgGlnPheValAlaHisLeo 780 

CAGGAGAIXMGCCCGfrrGAGGGATGCCGTCGTCATCGAGC^ 2400 

GlnGluThrSerProLeuArgAspAlaYalVallleGluGlnSerSerSerLeuAsflGlu 800 

GWWGTtmTCTTCWTCnCCTACGCnCATGTGCCACWimGTimATC 2460 

AlaSerSerlilyLeuPlieAspValPheLeuArgPiieUetCysHisHisAlaValArglle 820 

AGfiEflCAAGWA^^ 2520 

ArgGlyLysSerTyrValGlnCysGliiGlylleProGlnGlySerlleLeuSerThrLeu 840 

CTCTGCAGCCTGTGCTACG6(XACATGGAGMCAAGCTGTTTGCGQ^ 2580 

LeuCysSerLeuCysTyrGlyAspUetGliiAsnLysLeuPheAlaGlylleArgArgAsp 860 

GGIOTCTCCTGCG17TGITO 2640 

GlyLeuLeuLeuArgLeuValAspAspPheLeuLeuValThrProHisLeuThrHisAla 880 

AAAAKTTCCTUGMGGTK 2700 

LysThrPheLeuArgThrLeuValArgGlyValProGluTyrGlyCysValValAsnLeu 900 
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CGGAAGACAIOT^ 2760 

ArgLysThrValValAsnPheProValGluAspGluAlaLeuGlyGlyThrAlaPheVal 920 

CAWTGC^CCCACGGCCTAnCCCCTGGTGCGSCCTGCTGCTGOATACCCGGACCCIG 2820 

GliietProAlaHisGlyLeaPheProTrpCysGlyLeuLeuLeuAspThrArgTlirLeu 940 

GAGGTGCAMGCGACTACTMAGCTATGCraGACCTCCATCAWGCCAGTCTCAXnC 2880 

GluValGlnSerAspTyrSerSerTyrAlaArgThrSerlleArgAlaSerLeuThrPhe 960 

AAOTSCnCAAGGCTGGQ^ 2940 

AsnArgGlyPheLysAlaGlyArgAsnUetArgArgLysLeuPheGlyValLeuArgLeu 980 

AAGTGMttTGmCT^^ 3000 

LysCysHisSerLeuPheLeuAspLeuGlnValAsnSerLeuGlnThrValCysThrAsn 1000 

ATCTACMGATCCTCCTGCTGtAGGMTACAGGTTTCACGCATGTGTGCTGCAGCTCCCA 3060 

UeTyrlysIleLeuLeuLeuGlnAlaTyrArgPheHisAlaCysValLeuGlnLeyPro 1020 

TTTtATCAGCAAGTTTGGAAtMXICCACATTTnMTtK^ 3120 

PheHisGlnGlnValTrpLysAsnProThrPhePheLeuArgVallleSerAspThrAls 1040 

TCCCTCTGCTACTOCATCCTGAAAGCCAASAACGCAGGGATGTI^TGGGGGCCA^GK 3180 

SerLeuCysTyrSerlleLeuLysAlaLysAsnAlaGlyMSerLeuGlyAlaLysGly 1060 

GCCGCCGGCaTCTGCMTCWGGCCGTGCAGTffiCTGTGCCACCAAGCAnCCTGCTC 3240 

AlaAlaGlyProLeuProSerGluAlaValGlnTrpLeuCysHisOlnAlaPlieLeuLeu 1080 

AAGCTKCTCGACAIXGTGTCACCTACGIGCCACTCCTGGGGTCACTCAGGACAGCCCAG 3300 

LysLeuThrArgHisArgValTlirTyrValProLeuLeuGlySerLeuArgMlaGln 1100 

ACGCAGCTGAGTHSl^ 3360 

TtirGlnLeuSerArgLysLeuProGlyThrThrLeuThrAlaLeuGluAlaAlaAlaAsn 1 120 

CCGGCACT6CCCTCAGACTTCAA6ACCATCCTGGAC 3420 

ProAlaLeuProSerAspPheLysThrlleLeuAsp 1132 



Fig. 11AC 
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Truncated protein 3 (ver. 2) 

ATGOBSGGGnC^ 

yPRAPRCRAVRSLLRSHTREVLPLATFV 
R R L G P Q G I R L V Q R G 0 P A A F R A L V A 0 C L V C V P W 0 A R P P P A A 



GGCCMMCOTCCGM 

6LPGVGVRLGLRAA6GN0RHAESSAGDSGRFPRR 
ASPGSASGWG*GRPGGTSDHRRAAQATQGASPAG 
P P R G R R P A G V E G G R 6 E P A T C G E Q R R R L R A L P P 0 V 

CCOTCCnCCGCCAGGTGTCCTGCCTGMGOT 

PSFRQVSCLKELVAflVLQRLCERGAKMVLAFGFALLOGAR 
mCTOGA(ECnraC(MGTO^ 

G G P P E A F T T S V R S Y L P N T V T D A L R G S G A W G L L L R R V G D D V 
GCTGGTTCACCTGCTGGCACGTO 

LVHLLARCALFVLVAPSCAYQVCGPPLYQLGAATQARPPP 

***********' 

AWAGTGGACmG^TCTM 

H A 5 G P R R R L G C E R A I N H S V R E A G V P L G L P A P G A R R R G G 5 A 

, t • i • i i i i * * ' 

(^(XGAMTGCCGFGCtt^ 

SRSLPLPKRPRRGAAPEPERTPVGQGSflAHPGRTRGPSDR 
TGGTnCTCTGTIaGTGTCACCro 

G F C V V S P A R P A E E A T S L E G A L S G T R H S H P S V G R Q H H A G P P 

■ ii ********* 

ATCCACATCGCGG(M!AK^^ 

STSRPPRPWOTPCPPVYAETKHFLYSSGDKEQLRPSFLLS 

lit i i i i i • • I * 

CTCTMraCMTGGCGCTCGM 

SLRPSLTGARRLVETIFLGSRPWMPGTPRRLPRLPQRYWG 

*•* • ••»•••** 

AATGCGGCCCCTGTTTCTGGAKTGCTTGGGAACCACG(XK)AGTGrc 

U R P L F L E L L G N H A Q C P Y G V L L K T H C P L R A A V T P A A G V C A R 

iii i ■ * i*ii*> 

GliiAGAAGCCCCAGG^ 

E K P Q G S V A A P E E E D T D P fl R L V Q L L R Q H S S P H Q V Y G F V R A C 

ill til ****** 

(XTGCGCCGGCTGGTGCra 

LRRLVPPGLWGSRHNERRFLRNTKKFISLGKHAKLSLQEL 
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TffKUSVRDCAWLRRSPGVGCVPAAEHRLREEILAXFLHWL 
HSVYVVELLRSFFYVTETTFQKNRLFFYRKSVWSKLQSIG 

■ i i < i i * ■ • ■ • * 

MTCAGACAGCACHIMjAM^ 

IRQHLKRVQLRELSEAEVRQHREARPALLTSRLRFIPKPD 
CGGGCTG(^ffiGAnGTGAAWTGQACTAMTCGTGGGAGC 

GLRPIVNIIOYVVGABTFRREKRAERLTSRVKALFSVLNYE 
GCGGGCGCGGCGCCCCGGCCTCCTGGGWHXTTCTGTGCTGGGCCTGGACGATATCCACAGG^ 

RARRPGLLGASVLGLODIHRAWRTFVLRVRAQDPPPELYF 
TGTCAAGGTGGATGTGA^^ 

VKVDVTGAYDT IPQORLTEVIASI I KPQNTYCVRRYAVVO 
GAAGGCCGCK^^ 

K A A H G H V R K A F K S H V S T L T D L 0 P Y H R Q F V A H L Q E T S P L R D 

T(EGTOT(MiAGm 

AVVIEQSSSLMEASSGLFDVFLRFHCHHAVRIRGKSYVQC 
CCA(lG(iGATCCCGCAG(ETCCATKTCTCCAKCTGCTCTG 

QGI PQGS I LSTLLCSLCYGDHENKL FAGI RRDGLLLRLVD 
TGATTOTnBBIBWC^^ 

DFLLVTPHLTHAKTFLRTLVRGVPEYGCVVNLRKTVVNFP 
TGTAGAAGACGAGGCCCTGGGTGGWCGCKIinrnGnCAGATGCCGGCCCACGGrc 

V E D E A L G G T A F V Q y P A H G L F P W C G L L L D T R T L E V Q S D Y S R 

i i * i i « • • i » i t 

GTGAGCGGACCTGGCCGGMGTGGAGCCTGTGCCCGGGTGG^CAGGTG^ 

* 



Fig. 11AE 
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Altered C- terminus protein (ver* 2) 

ATGC$CGCGCTCC($TO 

MPRAPRCRAVRSLLRSHTREVLPLATFV 

(mGecwem 

R R L G P Q G W R L V Q R G D P A A F R A L V A Q C L V C V P W D A R P P P A A 



GGCCTCCCCOTOT 

G L P G V G V R L G I R A A G G N Q R H A E S $ A G D $ G R F P R R 
A 3 P G 3 A S G I G * G R P G G T S D U R R A A 0 A T 0 G A 3 P A G 
PPRGRRPAGVEGGRGEPATCGEQRRRLRALPPQV 

■ | • i i t » i • • < * ' 

KCCTCCTOGCC^ 

P S F R Q V 3 C L K E L V A R V L Q R L C E R G A K N V L A F G F A L L D G A R 

i i i i « « i i • • • * 

(MSGCCtiCCCCGAGOT^ 

G G P P E A F T T S V R S Y I P N T V T D A L R G S G A I G L L L R R V G D D V 

L V H L L A R C A L F V L V A P S C A Y Q V C G P P L Y Q L G A A T Q A R P P P 
ACACKTAGTGGACK^^ 

HASGPRRRLGCERAWNHSVREAGVPLGLPAPGARRRGGSA 
MGWGTCTGCM^ 

SRSLPLPKRPRRGAAPEPERTPVGQGSWAHPGRTRGPSDR 

a • » t i • i • « • • 1 

TGGmCTGTGTTCTGTIMTGCC^^ 

GFCVVSPARPAEEATSLEGALSGTRHSHPSVGRQHHAGPP 

, , . i t i i » • » ■ ' 

STSRPPRPWOTPCPPVYAETKHFLYSSGDKEQLRPSFLLS 

■ i • i i i i • • • 1 * 

CTCTCTGAISGCCCAIj^ 

SLRPSLTGARRLVETIFLGSRPWHPGTPRRLPRLPORYfffl 
MIBCGBXCCOT 

y R P L F L E L L G N H A Q C P Y G V L L K T H C P L R A A V T P A A G V C A R 

t ■ * « i t • • • • ■ 1 

()GA(jAA(iCCC(^ 

E K P Q G S V A A P E E E D T D P R R L V Q L L R Q H S S P V Q V Y G F V R A C 
CCTGCF^IGGTGCCCCCAOTCTGOT^ 

IRRLVPPGLWGSRHNERRFLRNTKKFISLGKHAKLSLQEL 

• t • < i « • i • • ' 1 

GmGOWGATiiAGCGTm 

T W X H S V R D C A I L R R S P G V G C V P A A E H R L R E E I I A K F L H I I 

Fig. UAF 
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GAC6TGGMWM 

T W K U S V R D C A V L B R S P G V G C V P A A E H R L R E E I L A K F L N I L 

GATGAfflGTCTAOTCOT 

IISVYVVELLRSFFYVTETTFOKNRLFFYRKSVWSKLQSrG 
MTCAGACAGCACTTGAAGAGGGTGCAGCTGCIM 

IRQHLKRVQLRELSEAEVRQHREARPALLTSRLHFIPKPD 

i . i . . . . i » • ' » 

(^TGCGGCCGATIGTG^ 

GLRPIVNHDYVVGARTFRREKRAERLTSRVKALFSVLMYE 
KGGGCGCGGCGCra^CCTfMECTCTGTGCTGGra 

RARRPGLLGASVLGLDOIHRAWRTFVLRVRAQOPPPELYF 
TGTIMTGGATGTIjACGGIOT^ 

V K V D V T G A Y 0 T I P 0 D R L T E V I A S I I K P Q N T Y C V R R Y A V V Q 

i i i t i i ■ i ■ « • 1 

GAAflGCCIjH^ 

KAAHGHVRKAFKSHVSTLTDLQPYHRQFVAHLQETSPLRO 

i « » t i * * • » » ■ • 

TGCCGTCGTCATCMGCAGAG^ 

A V V I E Q S S S I N E A S S G I F D V F L R F I C H H A V R I R G K 8 Y V Q C 

. i • * • • . i * * * • 

CCAmraCMmCCATCCTCTCMCGCTGCTCTG™^ 

QGIPQGSILSTLLCSLCYGDHENKLFAGIRROGLLLRLVD 
TGATnCTTGnGGTGACACCW 

DFLLVTPHLTHAKTFLRTLVRGVPEYGCVVNLRKTVVNFP 

« ■ i i i i » • • • < * 

TGTAGAAGACGA(E(£TG(jGM 

V E D E A L G G T A F V Q V P A H G L F P W C G L L L 0 T R T L E V 0 S D Y S S 
CTATGCCCtSGACCTCW^ 

YARTSIRASLTFNRGFKAGRNHRRKLFGVLRLKCHSLFLD 
TTTIsCAGGTIMAGCCTO^ 

LGVNS LQTVCTNIYKI LLLQAYRFHACVLQLPFHQQVWKK 



CCCCACATTMCTGI^TCATCT^^ 

P T F F L R V I S D T A S L C Y S I L K A K N A E 

I 

CtBAAGAAmmtnGTCGTGACTCCTGCGGTGCTTGGQTC 
EENILVVTPAVLGS 

GH>ACAG(XAGAMTW 

GQPEMEPPRRPSGVGSFPVSPGRGVGLGL* J?jg HJ[Q 
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Protein that lacks motif A (ver. 2) 

ATAJCGCIjCGCTCC^ 

IIPRAPRCRAVRSLLRSHTREVLPLATFV 

• ••«(•• • t t * i 

(^KTGGSGiXCWGGGCTGOT 

R R L G P Q G I B L V Q I G 0 P A A F R A L V A Q C L V C V P I 0 A R P P P A A 

t t » 4 • I I • I I * • 



GttCTttCCGO&T^^ 

G L P G V G V R L G L R A A G G N Q R H A E S S A G D S G R F P R R 
ASPGSASGWG'GRPGGTSDMRRAAQATQGASPAG 
PPRGRRPAGVEGGRGEPATCGEQRRRLRALPPQV 

CCCCTCCTTCC6CCAGGTGTCCTGtt;TGAAGGAGCTGGTG{K;CC6AGTG 

P S F R Q V S C L K E L V A R V L Q R I C E R G A K N V L A F G F A L L 0 G A R 

G G P P E A F T T S V R S Y L P N T V T D A L R G S G A W G L L L R R V G D D V 
GCTmCCTGCTGGCACGCTGCOTC™ 

L V H L L A R C A L F V L V A P S C A Y Q V C G P P L Y Q L G A A T Q A R P P P 

* • * I ( i I • • • • • 

AMAGTGGAttCM^ 

H A S G P R R R L G C E R A I N H S V R E A G V P L G L P A P G A R R R G G S A 
CAGCC(MTCTGCCGnGK(Mi^ 

SHSLPLPKRPRRGAAPEPERTPVQQGSWAHPGRTRGPSOR 
TMTOTGTGTGGTGTCACCTGTO 

GFCVVSPAfl PAEEATS LEGALSGTRHSHPSVGRQHHAGPP 
ATCCACATDGCGffl^^ 

STSRPPRPWDTPCPPVYAETKHFLYSSGDKEQLRPSFLLS 

■ * ■ * i » » ■ » < • • 

CTCTCTGAffiraCCTGACT«(M^ 

SLRPSLTGARRLVETIFLGSRPWMPGTPRRLPRLPQRYWQ 
MTGCGGMTTTCTGGm 

HRPIFLELLGNHAQCPYGVLLKTHCPLRAAVTPAAGVCAR 

tiiiiitii*** 

GGAGMGCCCCAGGGCTCTGTfflKXaGCCCCCGAGGAGGA 

EKPQGSVAAPEEEDTOPRRLVQLLRQHSSPWOVYGFVRAC 
CCTG(^CCGGCTGGTGCCCCCAGGaTCTGGGGCTCCAGGCACAACGWCGC^ 

LRRLVPPGLWGSRHNERRFLRNTKKFISLGKHAKLSLQEL 
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i i • • - i • » i i » • • 
T V K y 3 V R D C A I L fi R S P G V G C V P A A E H R L R E E I L A K F L H I L 

i ■ t • i i * i • « • • 

GATGAGTGTGTACGTIMMCm 

IISVYVVELLRSFFYVTETTFQKNHLFFYRKSVWSKLQSIG 
AATCAGACAGCACn^ 

I R 0 H L K R V 0 L R E L S E A E V R Q H R E A R P A L L T S R L R F I P K P 0 
CGGGCTGCGGCCGATTGT^ 

GLRPIVNMDYVVGARTFRREKRAERLTSRVKALFSVLNYE 
GCGGXGCGGMCCCCTOCCTGGGCGCCTCT^^ 

R A R R P G L I G A S V I G L 0 D I H R A II R T F V I R V R A Q D P P P E L Y F 
TGTCAAG ' GmTCACGOTCAMCAM^ 

V K D R L T E V I A 3 I I K P Q N T Y C V R R Y A V V 0 
GAAGGCCGimTGG^ 

KAAHGHVRKAFKSHVSTLTDLQPYURQFVAHLQETSPLRD 
TGCCGT(nCATCGAGCAGAGCTCCTCCCTGAATGAGGCCAG^ 

AVVIEQSSSLNEASSGLFDVFLRFHCHHAVRIRGKSYVOC 
CCAGGGMTCWGCAGGGCT(OT 

QGIPQGS I LSTLLCSLCYGDU ENKLFAG I RROGLLLRLVO 

i • t i » i i i i • • ' 

TCATTTCTTIiTTGGTGI^ 

DFLLVTPHLTHAKTFIRTLVRGVPEYGCVVNLRKTVVNFP 

....... t » 

TGTAGAAGA(XiAGGCCCTGGGTGGCACGGCTTnGnCAG^ 

VEDEALGGTAFVQHPAHGLFPWCGLLLDTRTLEVGSOYSS 

Y A R T S I R A S L T F N R G F K A G R N y R R K L F G V L R L K C H S L F L D 
TTlGCAGGlBAAWil^^ 

L A V N 3 L Q T V C T N I Y K I L L L Q A Y R F H A C V L Q L P F H 0 Q V I K N 
TOCATTmTGCGCGTCATCTCTG^imTttCTTO 

P T F F I R V I S D T A 3 L C Y S I L K A K N A G I S L G A K G A A G P I P 3 E 
GGCCGTGCAGTGGCTGTGMMGWnCCTGCT^ 

AVQWLCHQAFLLKLTRHRVTYVPLLGSLRTAQTQLSRKLP 

Fig. 11AI 
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« • i i i i * • i • * • 

GtiGGACGACGC^ 

6 T T L T A L E A A A N P A L P S D F K T I L D 
CTGTCACKJCKiS^ 

GAGTGTOCTGAGGCCTGAGCGAGTGTCCAGCCMGGGCTGAGTGTO 

■ i • ■ * i i t • i * • 

GGATOTGGGAGCTOTSGAATTTG^ 

• ■ » 

AATACTGAATATATGAGTTTTTCA6TTTTGA 

Fig. 11AJ 
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Truncated protein that lacks motif A (ver. 2) 

ATGCCGCtmT^^ 

MPRAPRCRAVRSLLRSHTREVLPLATFV 

• i ■ • i • i i i • • • 

MGCffiCTGIiGG^^ 

R B L G P Q G I R L V Q R G 0 P A A F H A L V A Q C L V C V P If 0 A R P P P A A 



OTCCCCGGGfiTCGGC^^ 

GLPGVGVRLGLHAAGGHQflHAESSAGDSGRFPRR 
A S P G S A S G V G * G R P G G T S 0 I R R A A Q A T Q G A S P A G 
PPRGRRPAGVEGGfiGEPATCGEQRRRLRALPPQV 

CCCCTCCnCC(£CAGGM 

P S F R Q V S C L X E L V A R V L Q R L C E R G A K N V L A F G F A L L D G A R 
CGGGG6CCC(X^GAGGCCnCACCACCAGCGTGCGCAGCTACCTGCC(MA^ 

G G P P E A F T T S V R S Y L P N T V T D A L R G S G A I G I L L B R V G D 0 V 
GCTGGnCACCTGCTGGCACGCTGCGCGCTCTTTGTGCTGGTGGCTCCCAGCTG{XjCCTACW 

L V H L L A R C A L F V L V A. P S C A Y 0 V C G P P L Y 0 L G A A T Q A R P P P 

i • • • i ■ • * i t • • 

ATOTAGTGGACCCCGAAGGOT 

HASGPRRRLGCERAWNHSVREAGVPLGLPAPGARRRGGSA 
CAfflJCGAAGTCTGCCGTC^ 

SRSLPLPKRPRRGAAPEPERTPVGQGSWAHPGRTRGPSDR 
TGGTnCTGTGTGGTGTCAtCTj^ 

G F C V V S P A R P A E E A T S I E G A L S G T R H S H P S V G R Q H H A G P P 
ATCCACATCGCG^^ 

STSRPPRPWDTPCPPVYAETKHFLYSSGDKEQLRPSFLLS 
CTCTOTGAIftCCCAGCC^^ 

SLRPSLTGARR LVET EFLGSRPWUPGTPRRLPRLPQRYWQ 

■ i» i i i i i t i • • 

WT(5CGGCCCCTGMTGa«nGMA 

H R P L F L E L L G N H A Q C P Y G V L L K T H C P L R A A V T P A A G V C A R 

iii i i • * • i • • • 

GGAGAAGCCCWTCTGTW 

E K P Q G S V A A P E E E D T D P R R L V Q L L R Q H S S P I Q V Y G F V R A C 
CCTGCGCCGGCTGGTGCCCCCAGGCCTCTGGSGCTCCAGGGACAM 

LRRLVPPGLWGSRHNERRFLRHTKKFISLGKHAKLSLQEL 
GAffiTISGAAGATGAG^ 

TWKUSVRDCAWLRRSPGVGCVPAAEHRLREEILAKFLHWL 

Fig. 11AK 
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GATGAGTGTGTACGM^ 

1ISVYVVELLRSFFYVTETTFQKNRLFFYRKSVWSKLQSIG 
AATtMimTMGAGGGTH 

I R Q H L K R V Q L R E L S E A E V R Q H R E A R P A L L T S R L R F 1 P K P 0 
(MJTGCGG OTTGT^^ 

GLRPIVMHDYVVGARTFRREKflAERLTSflVKALFSVLNYE 
GCGQ(mGGCGCCCC(S 

RARRPGLLGASVLGLDDIHRAWRTFVLRVRAQDPPPELYF 
TGTCAAG ' ' GAIMJTMCGGAGGTO^ 

V K 0 R L T E V I A S I I K P Q H T Y C V R R Y A V V Q 
(MSGCCGCCMTGGGt^ 

KAAHGHVRKAFKSHVSTLTDLQPYMRQFVAHLQETSPLRD 

• i t i ■ » i i i i • • 

TGCCGT(MATCGAG(M^ 

A V V I E Q S S S L H E A S S G I F 0 V F L R F V C N H A V R I R G K 3 Y V Q C 

, , * • » i i « • « • ■ 

CUGtSGGATCCCGCAGffi 

QGIPQGSILSTLLCSLCYGDIiENKLFAGIRRDGLLLRLVD 
TGATnCnGTTGGTMCA^ 

DFLLVTPHLTHAKTFLRTIVRGVPEYGCVVNLRKTVVNFP 
TGTAGWGAttiAGGCCCTISGGTGGCAMIK^TTTG 

V E D E A L G G T A F V Q H P A H G L F P I C G L L L D T R T L E V 0 3 0 Y 3 R 



GTGAtSCGMCCTGGfflXGAA^ 



TGCCACAGGCTGCCCCTCGT^ 



Fig. UAL 
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Lacks motif A and altered C-terminus (ver. 2) 

MPRAPBCRAVRSLLRSHTHEVLPLATFV 

( t t I I • I • I I • • 

CGGCGKTGGGGCCC^ 

RRLGPQGWRLVQRGDPAAFRALVAQCLVCVPIfOARPPPAA 



GI^TCKCGKMIOT 

6LP6VGVRLGLRAAGGNQRHAESSAGDS6RFPRR 
A S P G S A S 6 W G * 6 R P G G T S D y R A A A Q A T Q G A S P A 6 
PPRGRRPAGVEGGRGEPATCGEQRRRLRALPPQV 

CCCCTCCnCGGCCAGGTGTCCTGCCTGAAGGAGCT^ 

P 8 F R Q V 3 C I K E L V A R V L Q R L C E R G A K N V L A F G F A L L D G A R 
CGGGGGCCOC^^ 

G G P P E A F T T S V R S Y L P N T V T D A L R G 3 G A I G L L L R R V G D D V 

• t t i i • i i * • • • 

KTKnCACCTGCTGGCACGCTGOT 

L V H L L A R C A L F V L V A P S C A Y Q V C G P P L Y Q L G A A T Q A R P P P 
ACACGCTAGTIMCCCt^ 

H A 3 G P R R R L G C E R A I N H S V R E A G V P L G L P A P G A R R R G G S A 

. • i • . • • * > * • * 

CA(MMGTCT(3CCGnGC(XMto 

SRSLPLPKRPRRGAAPEPERTPVGQGSWAHPGRTRGPSOR 
TOTCTGTGTGGTGTCACCTGW 

G F C V V S P A R P A E E A T S L E G A L S G T R H S H P S V G R Q H K A G P P 

STSRPPRPffOTPCPPVYAETKHFLYSSGOKEQLRPSFLLS 
CTCTCTGAGGCCCAGCCTGACTGGCGCTCGGAGGCTCGTGGAGAWIATCTTTC 

SLRPSLTGARRLVETIFLGSRPWHPGTPRRLPRLPQRYWQ 
AATBBBa»TTCIB£^^ 

H R P L F L E L L G N H A Q C P Y G V L L K T H C P L R A A V T P A A G V C A R 
GGAGAAGK(M!ffiCTCT(nGGM 

E K P Q G S V A A P E E E D T D P R R I V Q L I R Q H S S P W Q V Y G F V R A C 
CCTGCGCCGGCTGGTGKCCWGGCCTCTGTOTCm^ 

LRRLV PPGLWGSRHNERRFLR. HTXKF I SLGKHAKLSLQEL 

a • • i i i i t • • ' 1 

GAt^TGGMGATGAIKlGTIKWCTGCGCnGGCTGK 

T I K I 3 V R D C A W I R R S P G V G C V P A A E H R L R E E I L A K F L H If I 

Fig. 11AM 
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GATMGTGTGTAKTIHTCGAGCTGCT^ 

HSVYVVELLRSFFYVTETTFQKNHLFFYflKSVWSKLQSIG 

i » • < i * i i i i i • 

MTCAGACAGCM^^ 

IRQHLKRVQLRELSEAEVRQHREARPALLTSRLRFIPKPD 
CGGGCTGCGG(XGATIGTGAACAT6liACTM(XT&^^ 

G I R P I V N H 0 Y V V G A R T F R R E K R A E R L T S R V K A L F S V L N Y E 

i i • • * • i • • t * • 

GtMMGKMTCCT^ 

R A R R P G L L G A S V L G L D D I H R A W R T F V L R V R A Q D P P P E L Y F 

■ • • i i i t i i • • < 

TGTCAAG GAMIMSAIMra^ 

V K D R L T E V I A 3 I I K P Q N T Y C V R R Y A V V 0 

GAAGGCCGCKATGGGCMjTCCGCAAGGCCnCMGAGCCACGTCTCTACCnGACAGW 

KAAHGHVRKAFKSHVSTLTDLQPYURQFVAHLQETSPLAD 
TIXCGTCGTCATC^^ 

A V V I E Q S S S L N E A S S G L F 0 V F I R F H C H H A V R I R G K S Y V Q C 

i • * * i i i ■ • i • i 

CCAGGGGATCCCGCAG^CTCCATCCTCTCCACGCTGCTCTGCAGCCTGTGCTACGGCGAW^ 

QGIPQGSILSTLLCSLCYGDHENKLFAGIRRDGLLLRLVD 

• * t * i * i ■ * • • » 

TGAmCTTOTTtmimM^ 

0 F L L V T P H L T H A K T F L R T L V R G V P E Y G C V V N L R K T V V I F P 
TGTAGMGACGAGGCCITOG^ 

VE0EAL6GTAFVQIIPAHGLFPWCGLLLDTRTLEVQSDYSS 

• i t • i » * i i * • • 

CTATGCCCGGACCTOT^ 

YARTSIRASLTFNRGFKAGRNURRKIFGVLRLKCHSLFLD 

i • • i • i i » i » i i 

TTTISCAGGTGAACAtX^ 

LQVNS LQTVCTMIYK I LLLQAYRFHACVLQLPFHQQVWKN 



i * i • • 

CCCCACATTTnCCTGCGCGTCATCTCTGACACGGKTC^CTCTGCTACTCCATCCTGAM 
P T F F L R V I S D T A S L C Y S I L K A K N A E 



EEN I LVVTPAVLGS 

GGMCJmT(i<UG(m 

GQPEUEPPRRPSGVGSFPVSPGRGVGLGl' 
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Bsm I (7523) 
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LOCUS pAKI28.4 7615 bp dsDNA Circular 
DEFINITION Human telomerase clone with exon beta spliced out 

1 tcgacctgca ggcatgcaag cttggcactg gccgtcgttt tacaacgtcg tgactgggaa 
61 aaccctggcg ttacccaact taatcgcctt gcagcacatc cccctttcgc cagctggcgt 
121 aatagcgaag aggcccgcac cgatcgccct tcccaacagt tgcgcagcct gaatggcgaa 
181 tggcgcctga tgcggtattt tctccttacg catctgtgcg gtatttcaca ccgcataaat 
241 tccctgtttt ggcggatgag agaagatttt cagcctgata cagattaaat cagaacgcag 
301 aagcggtctg ataaaacaga atttgcctgg cggcagtagc gcggtggtcc cacctgaccc 
361 catgccgaac tcagaagtga aacgccgtag cgccgatggt agtgtggggt ctccccatgc 
421 gagagtaggg aactgccagg catcaaataa aacgaaaggc tcagtcgaaa gactgggcct 
481 ttcgttttat ctgttgtttg tcggtgaacg ctctcctgag taggacaaat ccgccgggag 
541 cggatttgaa cgttgcgaag caacggcccg gagggtggcg ggcaggacgc ccgccataaa 
601 ctgccaggca tcaaattaag cagaaggcca tcctgacgga tggccttttt gcgtttctac 
661 aaactcttcc tgtcgtcata tctacaagcc atccccccac agatacggta aactagcctc 
721 gtttttgcat caggaaagca gggaatttat ggtgcactct cagtacaatc tgctctgatg 
781 ccgcatagtt aagccagccc cgacacccgc caacacccgc tgacgcgccc tgacgggctt 
841 gtctgctccc ggcatccgct tacagacaag ctgtgaccgt ctccgggagc tgcatgtgtc 
901 agaggttttc accgtcatca ccgaaacgcg cgagacgaaa gggcctcgtg atacgcctat 
961 ttttataggt taatgtcatg ataataatgg tttcttagac gtgaggttct gtacccgaca 
1021 ccatcgaatg gtgcaaaacc tttcgcggta tggcatgata gcgcccggaa gagagtcaat 
1081 tcagggtggt gaatgtgaaa ccagtaacgt tatacgatgt cgcagagtat gccggtgtct 
1141 cttatcagac cgtttcccgc gtggtgaacc aggccagcca.cgtttctgcg aaaacgcggg 
1201 aaaaagtgga agcggcgatg gcggagctga attacattcc caaccgcgtg gcacaacaac 
1261 tggcgggcaa acagtcgttg ctgattggcg ttgccacctc cagtctggcc ctgcacgcgc 
1321 cgtcgcaaat tgtcgcggcg attaaatctc gcgccgatca actgggtgcc agcgtggtgg 
1381 tgtcgatggt agaacgaagc ggcgtcgaag cctgtaaagc ggcggtgcac aatcttctcg 
1441 cgcaacgcgt cagtgggctg atcattaact atccgctgga tgaccaggat gccattgctg 
1501 tggaagctgc ctgcactaat gttccggcgt tatttcttga tgtctctgac cagacaccca 
1561 tcaacagtat tattttctcc catgaagacg gtacgcgact gggcgtggag catctggtcg 
1621 cattgggtca ccagcaaatc gcgctgttag cgggcccatt aagttctgtc tcggcgcgtc 
1681 tgcgtctggc tggctggcat aaatatctca ctcgcaatca aattcagccg atagcggaac 
1741 gggaaggcga ctggagtgcc atgtccggtt ttcaacaaac catgcaaatg ctgaatgagg 
1801 gcatcgttcc cactgcgatg ctggttgcca acgatcagat ggcgctgggc gcaatgcgcg 
1861 ccattaccga gtccgggctg cgcgttggtg cggatatctc ggtagtggga tacgacgata 
1921 ccgaagacag ctcatgttat atcccgccgt taaccaccat caaacaggat tttcgcctgc 
1981 tggggcaaac cagcgtggac cgcttgctgc aactctctca gggccaggcg gtgaagggca 
2041 atcagctgtt gcccgtctca ctggtgaaaa gaaaaaccac cctggcgccc aatacgcaaa 
2101 ccgcctctcc ccgcgcgttg gccgattcat taatgcagct ggcacgacag gtttcccgac 
2161 tggaaagcgg gcagtgagcg caacgcaatt aatgtaagtt agctcactca ttaggcaccc 
2221 caggctttac actttatgct tccgacctgc aagaacctca cgtcaggtgg cacttttcgg 
2281 ggaaatgtgc gcggaacccc tatttgttta tttttctaaa tacattcaaa tatgtatccg 
2341 ctcatgagac aataaccctg ataaatgctt caataatatt gaaaaaggaa gagtatgagt 
2401 attcaacatt tccgtgtcgc ccttattccc ttttttgcgg cattttgcct tcctgttttt 
2461 gctcacccag aaacgctggt gaaagtaaaa gatgctgaag atcagttggg tgcacgagtg 
2521 ggttacatcg agaactggat ctcaacagcg gtaagatcct tgagagtttt cgccccgaag 
2581 aacgttttcc aatgatgagc acttttaaag ttctgctatg tggcgcggta ttatcccgta 
2641 ttgacgccgg gcaagagcaa ctcggtcgcc gcatacacta ttctcagaat gacttggttg 
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2701 agtactcacc agtcacagaa aagcatctta cggatggcat gacagtaaga gaattatgca 
2761 gtgctgccat aaccatgagt gataacactg cggccaactt acttctgaca acgatcggag 
2821 gaccgaagga gctaaccgct tttttgcaca acatggggga tcatgtaact cgccttgatc 
2881 gttgggaacc ggagctgaat gaagccatac caaacgacga gcgtgacacc acgatgcctg 
2941 tagcaatggc aacaacgttg cgcaaactat taactggcga actacttact ctagcttccc 
3001 ggcaacaatt aatagactgg atggaggcgg ataaagttgc aggaccactt ctgcgctcgg 
3061 cccttccggc tggctggttt attgctgata aatctggagc cggtgagcgt gggtctcgcg 
3121 gtatcattgc agcactgggg ccagatggta agccctcccg tatcgtagtt atctacacga 
3181 cggggagtca ggcaactatg gatgaacgaa atagacagat cgctgagata ggtgcctcac 
3241 tgattaagca ttggtaactg tcagaccaag tttactcata tatactttag attgatttaa 
3301 aacttcattt ttaatttaaa aggatctagg tgaagatcct ttttgataat ctcatgacca 
3361 aaatccctta acgtgagttt tcgttccact gagcgtcaga ccccgtagaa aagatcaaag 
3421 gatcttcttg agatcctttt tttctgcgcg taatctgctg cttgcaaaca aaaaaaccac 
3481 cgctaccagc ggtggtttgt ttgccggatc aagagctacc aactcttttt ccgaaggtaa 
3541 ctggcttcag cagagcgcag ataccaaata ctgtccttct agtgtagccg tagttaggcc 
3601 accacttcaa gaactctgta gcaccgccta catacctcgc tctgctaatc ctgttaccag 
3661 tggctgctgc cagtggcgat aagtcgtgtc ttaccgggtt ggactcaaga cgatagttac 
3721 cggataaggc gcagcggtcg ggctgaacgg ggggttcgtg cacacagccc agcttggagc 
3781 gaacgaccta caccgaactg agatacctac agcgtgagca ttgagaaagc gccacgcttc 
3841 ccgaagggag aaaggcggac aggtatccgg taagcggcag ggtcggaaca ggagagcgca 
3901 cgagggagct tccaggggga aacgcctggt atctttatag tcctgtcggg tttcgccacc 
3961 tctgacttga gcgtcgattt ttgtgatgct cgtcaggggg gcggagccta tggaaaaacg 
4021 ccagcaacgc ggccttttta cggttcctgg ccttttgctg gccttttgct cacatgttct 
4081 ttcctgcgtt atcccctgat tctgtggata accgtattac cgcctttgag tgagctgata 
4141 ccgctcgccg cagccgaacg accgagcgca gcgagtcagt gagcgaggaa gcggaagagc 
4201 gcccaatacg caaaccgcct ctccccgcgc gttggccgat tcattaatgc agaattaatt 
4261 ctcatgtttg acagcttatc atcgactgca cggtgcacca atgcttctgg cgtcaggcag 
4321 ccatcggaag ctgtggtatg gctgtgcagg tcgtaaatca ctgcataatt cgtgtcgctc 
4381 aaggcgcact cccgttctgg ataatgtttt ttgcgccgac atcataacgg ttctggcaaa 
4441 tattctgaaa tgagctgttg acaattaatc atcggctcgt ataatgtgtg gaattgtgag 
4501 cggataacaa tttcacacag gaaacagcga tgaattcaga tctcaccatg aaggagctgg 
4561 tggcccgagt gctgcagagg ctgtgcgagc gcggcgcgaa gaacgtgctg gccttcggct 
4621 tcgcgctgct ggacggggcc cgcgggggcc cccccgaggc cttcaccacc agcgtgcgca 
4681 gctacctgcc caacacggtg accgacgcac tgcgggggag cggggcgtgg gggctgctgc 
4741 tgcgccgcgt gggcgacgac gtgctggttc acctgctggc acgctgcgcg ctctttgtgc 
4801 tggtggctcc cagctgcgcc taccaggtgt gcgggccgcc gctgtaccag ctcggcgctg 
4861 ccactcaggc ccggcccccg ccacacgcta gtggaccccg aaggcgtctg ggatgcgaac 
4921 gggcctggaa ccatagcgtc agggaggccg gggtccccct gggcctgcca gccccgggtg 
4981 cgaggaggcg cgggggcagt gccagccgaa gtctgccgtt gcccaagagg cccaggcgtg 
5041 gcgctgcccc tgagccggag cggacgcccg ttgggcaggg gtcctgggcc cacccgggca 
5101 ggacgcgtgg accgagtgac cgtggtttct gtgtggtgtc acctgccaga cccgccgaag 
5161 aagccacctc tttggagggt gcgctctctg gcacgcgcca ctcccaccca tccgtgggcc 
5221 gccagcacca cgcgggcccc ccatccacat cgcggccacc acgtccctgg gacacgcctt 
5281 gtcccccggt gtacgccgag accaagcact tcctctactc ctcaggcgac aaggagcagc 
5341 tgcggccctc cttcctactc agctctctga ggcccagcct gactggcgct cggaggctcg 
5401 tggagaccat ctttctgggt tccaggccct ggatgccagg gactccccgc aggttgcccc 
5461 gcctgcccca gcgctactgg caaatgcggc ccctgtttct ggagctgctt gggaaccacg 
5521 cgcagtgccc ctacggggtg ctcctcaaga cgcactgccc gctgcgagct gcggtcaccc 
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5581 cagcagccgg tgtctgtgcc cgggagaagc cccagggctc tgtggcggcc cccgaggagg 
5641 aggacacaga cccccgtcgc ctggtgcagc tgctccgcca gcacagcagc ccctggcagg 
5701 tgtacggctt cgtgcgggcc tgcctgcgcc ggctggtgcc cccaggcctc tggggctcca 
5761 ggcacaacga acgccgcttc ctcaggaaca ccaagaagtt catctccctg gggaagcatg 
5821 ccaagctctc gctgcaggag ctgacgtgga agatgagcgt gcgggactgc gcttggctgc 
5881 gcaggagccc aggggttggc tgtgttccgg ccgcagagca ccgtctgcgt gaggagatcc 
5941 tggccaagtt cctgcactgg ctgatgagtg tgtacgtcgt cgagctgctc aggtctttct 
6001 tttatgtcac ggagaccacg tttcaaaaga acaggctctt tttctaccgg aagagtgtct 
6061 ggagcaagtt gcaaagcatt ggaatcagac agcacttgaa gagggtgcag ctgcgggagc 
6121 tgtcggaagc agaggtcagg cagcatcggg aagccaggcc cgccctgctg acgtccagac 
6181 tccgcttcat ccccaagcct gacgggctgc ggccgattgt gaacatggac tacgtcgtgg 
6241 gagccagaac gttccgcaga gaaaagaggg ccgagcgtct cacctcgagg gtgaaggcac 
6301 tgttcagcgt gctcaactac gagcgggcgc ggcgccccgg cctcctgggc gcctctgtgc 
6361 tgggcctgga cgatatccac agggcctggc gcaccttcgt gctgcgtgtg cgggcccagg 
6421 acccgccgcc tgagctgtac tttgtcaagg tggatgtgac gggcgcgtac gacaccatcc 
6481 cccaggacag gctcacggag gtcatcgcca gcatcatcaa accccagaac acgtactgcg 
6541 tgcgtcggta tgccgtggtc cagaaggccg cccatgggca cgtccgcaag gccttcaaga 
6601 gccacgtcct acgtccagtg ccaggggatc ccgcagggct ccatcctctc cacgctgctc 
6661 tgcagcctgt gctacggcga catggagaac aagctgtttg cggggattcg gcgggacggg 
6721 ctgctcctgc gtttggtgga tgatttcttg ttggtgacac ctcacctcac ccacgcgaaa 
6781 acttcctcag gacctggtcc gaagtgtcct gagtatggct gcgtggtgaa cttgcggaag 
6841 acagtggtga acttccctgt agaagacgaa gccctgggtg gcacggcttt tgttcagatg 
6901 ccggcccacg gcctattccc ctggtgcggc ctgctgctgg atacccggac cctggaggtg 
6961 cagagcgact actccagcta tgcccggacc tccatcagag ccagtctcac cttcaaccgc 
7021 ggcttcaagg ctgggaggaa catgcgtcgc aaactctttg gggtcttgcg gctgaagtgt 
7081 cacagcctgt ttctggattt gcaggtgaac agcctccaga cggtgtgcac caacatctac 
7141 aagatcctcc tgctgcaggc gtacaggttt cacgcatgtg tgctgcagct cccatttcat 
7201 cagcaagttt ggaagaaccc cacatttttc ctgcgcgtca tctctgacac ggcctccctc 
7261 tgctactcca tcctgaaagc caagaacgca gccgaagaaa acatttctgt cgtgactcct 
7321 gcggtgcttg ggtcgggaca gccagagatg gagccacccc gcagaccgtc gggtgtgggc 
7381 agctttccgg tgtctcctgg gaggggagtt gggctgggcc tgtgactcct cagcctctgt 
7441 tttcccccag ggatgtcgct gggggccaag ggcgccgccg gccctctgcc ctccgaggcc 
7501 gtgcagtggc tgtgccacca agcattcctg ctcaagctga ctcgacaccg tgtcacctac 
7561 gtgccactcc tggggtcact caggacaggc aagtgtgggt ggaggccagt gcggg 
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LOCUS pAKI28.7 7797 bp dsDNA Circular 
DEFINITION Human telomerase clone with alternative C-terminus 

1 tcgacctgca ggcatgcaag cttggcactg gccgtcgttt tacaacgtcg tgactgggaa 
61 aaccctggcg ttacccaact taatcgcctt gcagcacatc cccctttcgc cagctggcgt 
121 aatagcgaag aggcccgcac cgatcgccct tcccaacagt tgcgcagcct gaatggcgaa 
181 tggcgcctga tgcggtattt tctccttacg catctgtgcg gtatttcaca ccgcataaat 
241 tccctgtttt ggcggatgag agaagatttt cagcctgata cagattaaat cagaacgcag 
301 aagcggtctg ataaaacaga atttgcctgg cggcagtagc gcggtggtcc cacctgaccc 
361 catgccgaac tcagaagtga aacgccgtag cgccgatggt agtgtggggt ctccccatgc 
421 gagagtaggg aactgccagg catcaaataa aacgaaaggc tcagtcgaaa gactgggcct 
481 ttcgttttat ctgttgtttg tcggtgaacg ctctcctgag taggacaaat ccgccgggag 
541 cggatttgaa cgttgcgaag caacggcccg gagggtggcg ggcaggacgc ccgccataaa 
601 ctgccaggca tcaaattaag cagaaggcca tcctgacgga tggccttttt gcgtttctac 
661 aaactcttcc tgtcgtcata tctacaagcc atccccccac agatacggta aactagcctc 
721 gtttttgcat caggaaagca gggaatttat ggtgcactct cagtacaatc tgctctgatg 
781 ccgcatagtt aagccagccc cgacacccgc caacacccgc tgacgcgccc tgacgggctt 
841 gtctgctccc ggcatccgct tacagacaag ctgtgaccgt ctccgggagc tgcatgtgtc 
901 agaggttttc accgtcatca ccgaaacgcg cgagacgaaa gggcctcgtg atacgcctat 
961 ttttataggt taatgtcatg ataataatgg tttcttagac gtgaggttct gtacccgaca 
1021 ccatcgaatg gtgcaaaacc tttcgcggta tggcatgata gcgcccggaa gagagtcaat 
1081 tcagggtggt gaatgtgaaa ccagtaacgt tatacgatgt cgcagagtat gccggtgtct 
1141 cttatcagac cgtttcccgc gtggtgaacc aggccagcca cgtttctgcg aaaacgcggg 
1201 aaaaagtgga agcggcgatg gcggagctga attacattcc caaccgcgtg gcacaacaac 
1261 tggcgggcaa acagtcgttg ctgattggcg ttgccacctc cagtctggcc ctgcacgcgc 
1321 cgtcgcaaat tgtcgcggcg attaaatctc gcgccgatca actgggtgcc agcgtggtgg 
1381 tgtcgatggt agaacgaagc ggcgtcgaag cctgtaaagc ggcggtgcac aatcttctcg 
1441 cgcaacgcgt cagtgggctg atcattaact atccgctgga tgaccaggat gccattgctg 
1501 tggaagctgc ctgcactaat gttccggcgt tatttcttga tgtctctgac cagacaccca 
1561 tcaacagtat tattttctcc catgaagacg gtacgcgact gggcgtggag catctggtcg 
1621 cattgggtca ccagcaaatc gcgctgttag cgggcccatt aagttctgtc tcggcgcgtc 
1681 tgcgtctggc tggctggcat aaatatctca ctcgcaatca aattcagccg atagcggaac 
1741 gggaaggcga ctggagtgcc atgtccggtt ttcaacaaac catgcaaatg ctgaatgagg 
1801 gcatcgttcc cactgcgatg ctggttgcca acgatcagat ggcgctgggc gcaatgcgcg 
1861 ccattaccga gtccgggctg cgcgttggtg cggatatctc ggtagtggga tacgacgata 
1921 ccgaagacag ctcatgttat atcccgccgt taaccaccat caaacaggat tttcgcctgc 
1981 tggggcaaac cagcgtggac cgcttgctgc aactctctca gggccaggcg gtgaagggca 
2041 atcagctgtt gcccgtctca ctggtgaaaa gaaaaaccac cctggcgccc aatacgcaaa 
2101 ccgcctctcc ccgcgcgttg gccgattcat taatgcagct ggcacgacag gtttcccgac 
2161 tggaaagcgg gcagtgagcg caacgcaatt aatgtaagtt agctcactca ttaggcaccc 
2221 caggctttac actttatgct tccgacctgc aagaacctca cgtcaggtgg cacttttcgg 
2281 ggaaatgtgc gcggaacccc tatttgttta tttttctaaa tacattcaaa tatgtatccg 
2341 ctcatgagac aataaccctg ataaatgctt caataatatt gaaaaaggaa gagtatgagt 
2401 attcaacatt tccgtgtcgc ccttattccc ttttttgcgg cattttgcct tcctgttttt 
2461 gctcacccag aaacgctggt gaaagtaaaa gatgctgaag atcagttggg tgcacgagtg 
2521 ggttacatcg agaactggat ctcaacagcg gtaagatcct tgagagtttt cgccccgaag 
2581 aacgttttcc aatgatgagc acttttaaag ttctgctatg tggcgcggta ttatcccgta 
2641 ttgacgccgg gcaagagcaa ctcggtcgcc gcatacacta ttctcagaat gacttggttg 
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2701 agtactcacc agtcacagaa aagcatctta cggatggcat gacagtaaga gaattatgca 
2761 gtgctgccat aaccatgagt gataacactg cggccaactt acttctgaca acgatcggag 
2821 gaccgaagga gctaaccgct tttttgcaca acatggggga tcatgtaact cgccttgatc 
2881 gttgggaacc ggagctgaat gaagccatac caaacgacga gcgtgacacc acgatgcctg 
2941 tagcaatggc aacaacgttg cgcaaactat taactggcga actacttact ctagcttccc 
3001 ggcaacaatt aatagactgg atggaggcgg ataaagttgc aggaccactt ctgcgctcgg 
3061 cccttccggc tggctggttt attgctgata aatctggagc cggtgagcgt gggtctcgcg 
3121 gtatcattgc agcactgggg ccagatggta agccctcccg tatcgtagtt atctacacga 
3181 cggggagtca ggcaactatg gatgaacgaa atagacagat cgctgagata ggtgcctcac 
3241 tgattaagca ttggtaactg tcagaccaag tttactcata tatactttag attgatttaa 
3301 aacttcattt ttaatttaaa aggatctagg tgaagatcct ttttgataat ctcatgacca 
3361 aaatccctta acgtgagttt tcgttccact gagcgtcaga ccccgtagaa aagatcaaag 
3421 gatcttcttg agatcctttt tttctgcgcg taatctgctg cttgcaaaca aaaaaaccac 
3481 cgctaccagc ggtggtttgt ttgccggatc aagagctacc aactcttttt ccgaaggtaa 
3541 ctggcttcag cagagcgcag ataccaaata ctgtccttct agtgtagccg tagttaggcc 
3601 accacttcaa gaactctgta gcaccgccta catacctcgc tctgctaatc ctgttaccag 
3661 tggctgctgc cagtggcgat aagtcgtgtc ttaccgggtt ggactcaaga cgatagttac 
3721 cggataaggc gcagcggtcg ggctgaacgg ggggttcgtg cacacagccc agcttggagc 
3781 gaacgaccta caccgaactg agatacctac agcgtgagca ttgagaaagc gccacgcttc 
3841 ccgaagggag aaaggcggac aggtatccgg taagcggcag ggtcggaaca ggagagcgca 
3901 cgagggagct tccaggggga aacgcctggt atctttatag tcctgtcggg tttcgccacc 
3961 tctgacttga gcgtcgattt ttgtgatgct cgtcaggggg gcggagccta tggaaaaacg 
4021 ccagcaacgc ggccttttta cggttcctgg ccttttgctg gccttttgct cacatgttct 
4081 ttcctgcgtt atcccctgat tctgtggata accgtattac cgcctttgag tgagctgata 
4141 ccgctcgccg cagccgaacg accgagcgca gcgagtcagt gagcgaggaa gcggaagagc 
4201 gcccaatacg caaaccgcct ctccccgcgc gttggccgat tcattaatgc agaattaatt 
4261 ctcatgtttg acagcttatc atcgactgca cggtgcacca atgcttctgg cgtcaggcag 
4321 ccatcggaag ctgtggtatg gctgtgcagg tcgtaaatca ctgcataatt cgtgtcgctc 
4381 aaggcgcact cccgttctgg ataatgtttt ttgcgccgac atcataacgg ttctggcaaa 
4441 tattctgaaa tgagctgttg acaattaatc atcggctcgt ataatgtgtg gaattgtgag 
4501 cggataacaa tttcacacag gaaacagcga tgaattcaga tctcaccatg aaggagctgg 
4561 tggcccgagt gctgcagagg ctgtgcgagc gcggcgcgaa gaacgtgctg gccttcggct 
4621 tcgcgctgct ggacggggcc cgcgggggcc cccccgaggc cttcaccacc agcgtgcgca 
4681 gctacctgcc caacacggtg accgacgcac tgcgggggag cggggcgtgg gggctgctgc 
4741 tgcgccgcgt gggcgacgac gtgctggttc acctgctggc acgctgcgcg ctctttgtgc 
4801 tggtggctcc cagctgcgcc taccaggtgt gcgggccgcc gctgtaccag ctcggcgctg 
4861 ccactcaggc ccggcccccg ccacacgcta gtggaccccg aaggcgtctg ggatgcgaac 
4921 gggcctggaa ccatagcgtc agggaggccg gggtccccct gggcctgcca gccccgggtg 
4981 cgaggaggcg cgggggcagt gccagccgaa gtctgccgtt gcccaagagg cccaggcgtg 
5041 gcgctgcccc tgagccggag cggacgcccg ttgggcaggg gtcctgggcc cacccgggca 
5101 ggacgcgtgg accgagtgac cgtggtttct gtgtggtgtc acctgccaga cccgccgaag 
5161 aagccacctc tttggagggt gcgctctctg gcacgcgcca ctcccaccca tccgtgggcc 
5221 gccagcacca cgcgggcccc ccatccacat cgcggccacc acgtccctgg gacacgcctt 
5281 gtcccccggt gtacgccgag accaagcact tcctctactc ctcaggcgac aaggagcagc 
5341 tgcggccctc cttcctactc agctctctga ggcccagcct gactggcgct cggaggctcg 
5401 tggagaccat ctttctgggt tccaggccct ggatgccagg gactccccgc aggttgcccc 
5461 gcctgcccca gcgctactgg caaatgcggc ccctgtttct ggagctgctt gggaaccacg 
5521 cgcagtgccc ctacggggtg ctcctcaaga cgcactgccc gctgcgagct gcggtcaccc 
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5581 cagcagccgg tgtctgtgcc cgggagaagc cccagggctc tgtggcggcc cccgaggagg 
5641 aggacacaga cccccgtcgc ctggtgcagc tgctccgcca gcacagcagc ccctggcagg 
5701 tgtacggctt cgtgcgggcc tgcctgcgcc ggctggtgcc cccaggcctc tggggctcca 
5761 ggcacaacga acgccgcttc ctcaggaaca ccaagaagtt catctccctg gggaagcatg 
5821 ccaagctctc gctgcaggag ctgacgtgga agatgagcgt gcgggactgc gcttggctgc 
5881 gcaggagccc aggggttggc tgtgttccgg ccgcagagca ccgtctgcgt gaggagatcc 
5941 tggccaagtt cctgcactgg ctgatgagtg tgtacgtcgt cgagctgctc aggtctttct 
6001 tttatgtcac ggagaccacg tttcaaaaga acaggctctt tttctaccgg aagagtgtct 
6061 ggagcaagtt gcaaagcatt ggaatcagac agcacttgaa gagggtgcag ctgcgggagc 
6121 tgtcggaagc agaggtcagg cagcatcggg aagccaggcc cgccctgctg acgtccagac 
6181 tccgcttcat ccccaagcct gacgggctgc ggccgattgt gaacatggac tacgtcgtgg 
6241 gagccagaac gttccgcaga gaaaagaggg ccgagcgtct cacctcgagg gtgaaggcac 
6301 tgttcagcgt gctcaactac gagcgggcgc ggcgccccgg cctcctgggc gcctctgtgc 
6361 tgggcctgga cgatatccac agggcctggc gcaccttcgt gctgcgtgtg cgggcccagg 
6421 acccgccgcc tgagctgtac tttgtcaagg tggatgtgac gggcgcgtac gacaccatcc 
6481 cccaggacag gctcacggag gtcatcgcca gcatcatcaa accccagaac acgtactgcg 
6541 tgcgtcggta tgccgtggtc cagaaggccg cccatgggca cgtccgcaag gccttcaaga 
6601 gccacgtctc taccttgaca gacctccagc cgtacatgcg acagttcgtg gctcacctgc 
6661 aggagaccag cccgctgagg gatgccgtcg tcatcgagca gagctcctcc ctgaatgagg 
6721 ccagcagtgg cctcttcgac gtcttcctac gcttcatgtg ccaccacgcc gtgcgcatca 
6781 ggggcaagtc ctacgtccag tgccagggga tcccgcaggg ctccatcctc tccacgctgc 
6841 tctgcagcct gtgctacggc gacatggaga acaagctgtt tgcggggatt cggcgggacg 
6901 ggctgctcct gcgtttggtg gatgatttct tgttggtgac acctcacctc acccacgcga 
6961 aaacttcctc aggacctggt ccgaagtgtc ctgagtatgg ctgcgtggtg aacttgcgga 
7021 agacagtggt gaacttccct gtagaagacg aagccctggg tggcacggct tttgttcaga 
7081 tgccggccca cggcctattc ccctggtgcg gcctgctgct ggatacccgg accctggagg 
7141 tgcagagcga ctactccagc tatgcccgga cctccatcag agccagtctc accttcaacc 
7201 gcggcttcaa ggctgggagg aacatgcgtc gcaaactctt tggggtcttg cggctgaagt 
7261 gtcacagcct gtttctggat ttgcaggtga acagcctcca gacggtgtgc accaacatct 
7321 acaagatcct cctgctgcag gcgtacaggt ttcacgcatg tgtgctgcag ctcccatttc 
7381 atcagcaagt ttggaagaac cccacatttt tcctgcgcgt catctctgac acggcctccc 
7441 tctgctactc catcctgaaa gccaagaacg cagccgaaga aaacatttct gtcgtgactc 
7501 ctgcggtgct tgggtcggga cagccagaga tggagccacc ccgcagaccg tcgggtgtgg 
7561 gcagctttcc ggtgtctcct gggaggggag ttgggctggg cctgtgactc ctcagcctct 
7621 gttttccccc agggatgtcg ctgggggcca agggcgccgc cggccctctg ccctccgagg 
7681 ccgtgcagtg gctgtgccac caagcattcc tgctcaagct gactcgacac cgtgtcacct 
7741 acgtgccact cctggggtca ctcaggacag gcaagtgtgg gtggaggcca gtgcggg 
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LOCUS pAKI28.14 7688 bp dsDNA Circular 
DEFINITION Human telomerase clone with exon alpha spliced out 

1 tcgacctgca ggcatgcaag cttggcactg gccgtcgttt tacaacgtcg tgactgggaa 
61 aaccctggcg ttacccaact taatcgcctt gcagcacatc cccctttcgc cagctggcgt 
121 aatagcgaag aggcccgcac cgatcgccct tcccaacagt tgcgcagcct gaatggcgaa 
181 tggcgcctga tgcggtattt tctccttacg catctgtgcg gtatttcaca ccgcataaat 
241 tccctgtttt ggcggatgag agaagatttt cagcctgata cagattaaat cagaacgcag 
301 aagcggtctg ataaaacaga atttgcctgg cggcagtagc gcggtggtcc cacctgaccc 
361 catgccgaac tcagaagtga aacgccgtag cgccgatggt agtgtggggt ctccccatgc 
421 gagagtaggg aactgccagg catcaaataa aacgaaaggc tcagtcgaaa gactgggcct 
481 ttcgttttat ctgttgtttg tcggtgaacg ctctcctgag taggacaaat ccgccgggag 
541 cggatttgaa cgttgcgaag caacggcccg gagggtggcg ggcaggacgc ccgccataaa 
601 ctgccaggca tcaaattaag cagaaggcca tcctgacgga tggccttttt gcgtttctac 
661 aaactcttcc tgtcgtcata tctacaagcc atccccccac agatacggta aactagcctc 
721 gtttttgcat caggaaagca gggaatttat ggtgcactct cagtacaatc tgctctgatg 
781 ccgcatagtt aagccagccc cgacacccgc caacacccgc tgacgcgccc tgacgggctt 
841 gtctgctccc ggcatccgct tacagacaag ctgtgaccgt ctccgggagc tgcatgtgtc 
901 agaggttttc accgtcatca ccgaaacgcg cgagacgaaa gggcctcgtg atacgcctat 
961 ttttataggt taatgtcatg ataataatgg tttcttagac gtgaggttct gtacccgaca 
1021 ccatcgaatg gtgcaaaacc tttcgcggta tggcatgata gcgcccggaa gagagtcaat 
1081 tcagggtggt gaatgtgaaa ccagtaacgt tatacgatgt cgcagagtat gccggtgtct 
1141 cttatcagac cgtttcccgc gtggtgaacc aggccagcca cgtttctgcg aaaacgcggg 
1201 aaaaagtgga agcggcgatg gcggagctga attacattcc caaccgcgtg gcacaacaac 
1261 tggcgggcaa acagtcgttg ctgattggcg ttgccacctc cagtctggcc ctgcacgcgc 
1321 cgtcgcaaat tgtcgcggcg attaaatctc gcgccgatca actgggtgcc agcgtggtgg 
1381 tgtcgatggt agaacgaagc ggcgtcgaag cctgtaaagc ggcggtgcac aatcttctcg 
1441 cgcaacgcgt cagtgggctg atcattaact atccgctgga tgaccaggat gccattgctg 
1501 tggaagctgc ctgcactaat gttccggcgt tatttcttga tgtctctgac cagacaccca 
1561 tcaacagtat tattttctcc catgaagacg gtacgcgact gggcgtggag catctggtcg 
1621 cattgggtca ccagcaaatc gcgctgttag cgggcccatt aagttctgtc tcggcgcgtc 
1681 tgcgtctggc tggctggcat aaatatctca ctcgcaatca aattcagccg atagcggaac 
1741 gggaaggcga ctggagtgcc atgtccggtt ttcaacaaac catgcaaatg ctgaatgagg 
1801 gcatcgttcc cactgcgatg ctggttgcca acgatcagat ggcgctgggc gcaatgcgcg 
1861 ccattaccga gtccgggctg cgcgttggtg cggatatctc ggtagtggga tacgacgata 
1921 ccgaagacag ctcatgttat atcccgccgt taaccaccat caaacaggat tttcgcctgc 
1981 tggggcaaac cagcgtggac cgcttgctgc aactctctca gggccaggcg gtgaagggca 
2041 atcagctgtt gcccgtctca ctggtgaaaa gaaaaaccac cctggcgccc aatacgcaaa 
2101 ccgcctctcc ccgcgcgttg gccgattcat taatgcagct ggcacgacag gtttcccgac 
2161 tggaaagcgg gcagtgagcg caacgcaatt aatgtaagtt agctcactca ttaggcaccc 
2221 caggctttac actttatgct tccgacctgc aagaacctca cgtcaggtgg cacttttcgg 
2281 ggaaatgtgc gcggaacccc tatttgttta tttttctaaa tacattcaaa tatgtatccg 
2341 ctcatgagac aataaccctg ataaatgctt caataatatt gaaaaaggaa gagtatgagt 
2401 attcaacatt tccgtgtcgc ccttattccc ttttttgcgg cattttgcct tcctgttttt 
2461 gctcacccag aaacgctggt gaaagtaaaa gatgctgaag atcagttggg tgcacgagtg 
2521 ggttacatcg agaactggat ctcaacagcg gtaagatcct tgagagtttt cgccccgaag 
2581 aacgttttcc aatgatgagc acttttaaag ttctgctatg tggcgcggta ttatcccgta 
2641 ttgacgccgg gcaagagcaa ctcggtcgcc gcatacacta ttctcagaat gacttggttg 
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2701 agtactcacc agtcacagaa aagcatctta cggatggcat gacagtaaga gaattatgca 
2761 gtgctgccat aaccatgagt gataacactg cggccaactt acttctgaca acgatcggag 
2821 gaccgaagga gctaaccgct tttttgcaca acatggggga tcatgtaact cgccttgatc 
2881 gttgggaacc ggagctgaat gaagccatac caaacgacga gcgtgacacc acgatgcctg 
2941 tagcaatggc aacaacgttg cgcaaactat taactggcga actacttact ctagcttccc 
3001 ggcaacaatt aatagactgg atggaggcgg ataaagttgc aggaccactt ctgcgctcgg 
3061 cccttccggc tggctggttt attgctgata aatctggagc cggtgagcgt gggtctcgcg 
3121 gtatcattgc agcactgggg ccagatggta agccctcccg tatcgtagtt atctacacga 
3181 cggggagtca ggcaactatg gatgaacgaa atagacagat cgctgagata ggtgcctcac 
3241 tgattaagca ttggtaactg tcagaccaag tttactcata tatactttag attgatttaa 
3301 aacttcattt ttaatttaaa aggatctagg tgaagatcct ttttgataat ctcatgacca 
3361 aaatccctta acgtgagttt tcgttccact gagcgtcaga ccccgtagaa aagatcaaag 
3421 gatcttcttg agatcctttt tttctgcgcg taatctgctg cttgcaaaca aaaaaaccac 
3481 cgctaccagc ggtggtttgt ttgccggatc aagagctacc aactcttttt ccgaaggtaa 
3541 ctggcttcag cagagcgcag ataccaaata ctgtccttct agtgtagccg tagttaggcc 
3601 accacttcaa gaactctgta gcaccgccta catacctcgc tctgctaatc ctgttaccag 
3661 tggctgctgc cagtggcgat aagtcgtgtc ttaccgggtt ggactcaaga cgatagttac 
3721 cggataaggc gcagcggtcg ggctgaacgg ggggttcgtg cacacagccc agcttggagc 
3781 gaacgaccta caccgaactg agatacctac agcgtgagca ttgagaaagc gccacgcttc 
3841 ccgaagggag aaaggcggac aggtatccgg taagcggcag ggtcggaaca ggagagcgca 
3901 cgagggagct tccaggggga aacgcctggt atctttatag tcctgtcggg tttcgccacc 
3961 tctgacttga gcgtcgattt ttgtgatgct cgtcaggggg gcggagccta tggaaaaacg 
4021 ccagcaacgc ggccttttta cggttcctgg ccttttgctg gccttttgct cacatgttct 
4081 ttcctgcgtt atcccctgat tctgtggata accgtattac cgcctttgag tgagctgata 
4141 ccgctcgccg cagccgaacg accgagcgca gcgagtcagt gagcgaggaa gcggaagagc 
4201 gcccaatacg caaaccgcct ctccccgcgc gttggccgat tcattaatgc agaattaatt 
4261 ctcatgtttg acagcttatc atcgactgca cggtgcacca atgcttctgg cgtcaggcag 
4321 ccatcggaag ctgtggtatg gctgtgcagg tcgtaaatca ctgcataatt cgtgtcgctc 
4381 aaggcgcact cccgttctgg ataatgtttt ttgcgccgac atcataacgg ttctggcaaa 
4441 tattctgaaa tgagctgttg acaattaatc atcggctcgt ataatgtgtg gaattgtgag 
4501 cggataacaa tttcacacag gaaacagcga tgaattcaga tctcaccatg aaggagctgg 
4561 tggcccgagt gctgcagagg ctgtgcgagc gcggcgcgaa gaacgtgctg gccttcggct 
4621 tcgcgctgct ggacggggcc cgcgggggcc cccccgaggc cttcaccacc agcgtgcgca 
4681 gctacctgcc caacacggtg accgacgcac tgcgggggag cggggcgtgg gggctgctgc 
4741 tgcgccgcgt gggcgacgac gtgctggttc acctgctggc acgctgcgcg ctctttgtgc 
4801 tggtggctcc cagctgcgcc taccaggtgt gcgggccgcc gctgtaccag ctcggcgctg 
4861 ccactcaggc ccggcccccg ccacacgcta gtggaccccg aaggcgtctg ggatgcgaac 
4921 gggcctggaa ccatagcgtc agggaggccg gggtccccct gggcctgcca gccccgggtg 
4981 cgaggaggcg cgggggcagt gccagccgaa gtctgccgtt gcccaagagg cccaggcgtg 
5041 gcgctgcccc tgagccggag cggacgcccg ttgggcaggg gtcctgggcc cacccgggca 
5101 ggacgcgtgg accgagtgac cgtggtttct gtgtggtgtc acctgccaga cccgccgaag 
5161 aagccacctc tttggagggt gcgctctctg gcacgcgcca ctcccaccca tccgtgggcc 
5221 gccagcacca cgcgggcccc ccatccacat cgcggccacc acgtccctgg gacacgcctt 
5281 gtcccccggt gtacgccgag accaagcact tcctctactc ctcaggcgac aaggagcagc 
5341 tgcggccctc cttcctactc agctctctga ggcccagcct gactggcgct cggaggctcg 
5401 tggagaccat ctttctgggt tccaggccct ggatgccagg gactccccgc aggttgcccc 
5461 gcctgcccca gcgctactgg caaatgcggc ccctgtttct ggagctgctt gggaaccacg 
5521 cgcagtgccc ctacggggtg ctcctcaaga cgcactgccc gctgcgagct gcggtcaccc 
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5581 cagcagccgg tgtctgtgcc cgggagaagc cccagggctc tgtggcggcc cccgaggagg 
5641 aggacacaga cccccgtcgc ctggtgcagc tgctccgcca gcacagcagc ccctggcagg 
5701 tgtacggctt cgtgcgggcc tgcctgcgcc ggctggtgcc cccaggcctc tggggctcca 
5761 ggcacaacga acgccgcttc ctcaggaaca ccaagaagtt catctccctg gggaagcatg 
5821 ccaagctctc gctgcaggag ctgacgtgga agatgagcgt gcgggactgc gcttggctgc 
5881 gcaggagccc aggggttggc tgtgttccgg ccgcagagca ccgtctgcgt gaggagatcc 
5941 tggccaagtt cctgcactgg ctgatgagtg tgtacgtcgt cgagctgctc aggtctttct 
6001 tttatgtcac ggagaccacg tttcaaaaga acaggctctt tttctaccgg aagagtgtct 
6061 ggagcaagtt gcaaagcatt ggaatcagac agcacttgaa gagggtgcag ctgcgggagc 
6121 tgtcggaagc agaggtcagg cagcatcggg aagccaggcc cgccctgctg acgtccagac 
6181 tccgcttcat ccccaagcct gacgggctgc ggccgattgt gaacatggac tacgtcgtgg 
6241 gagccagaac gttccgcaga gaaaagaggg ccgagcgtct cacctcgagg gtgaaggcac 
6301 tgttcagcgt gctcaactac gagcgggcgc ggcgccccgg cctcctgggc gcctctgtgc 
6361 tgggcctgga cgatatccac agggcctggc gcaccttcgt gctgcgtgtg cgggcccagg 
6421 acccgccgcc tgagctgtac tttgtcaagg acaggctcac ggaggtcatc gccagcatca 
6481 tcaaacccag aacacgtact gcgtgcgtcg gtatgccgtg gtccagaagg ccgcccatgg 
6541 gcacgtccgc aaggccttca agagccacgt ctctaccttg acagacctcc agccgtacat 
6601 gcgacagttc gtggctcacc tgcaggagac cagcccgctg agggatgccg tcgtcatcga 
6661 gcagagctcc tccctgaatg aggccagcag tggcctcttc gacgtcttcc tacgcttcat 
6721 gtgccaccac gccgtgcgca tcaggggcaa gtcctacgtc cagtgccagg ggatcccgca 
6781 gggctccatc ctctccacgc tgctctgcag cctgtgctac ggcgacatgg agaacaagct 
6841 gtttgcgggg attcggcggg acgggctgct cctgcgtttg gtggatgatt tcttgttggt 
6901 gacacctcac ctcacccacg cgaaaacctt cctcaggacc ctggtccgag gtgtccctga 
6961 gtatggctgc gtggtgaact tgcggaagac agtggtgaac ttccctgtag aagacgaggc 
7021 cctgggtggc acggcttttg ttcagatgcc gg'cccacggc ctattcccct ggtgcggcct 
7081 gctgctggat acccggaccc tggaggtgca gagcgactac tccagctatg cccggacctc 
7141 catcagagcc agtctcacct tcaaccgcgg cttcaaggct gggaggaaca tgcgtcgcaa 
7201 actctttggg gtcttgcggc tgaagtgtca cagcctgttt ctggatttgc aggtgaacag 
7261 cctccagacg gtgtgcacca acatctacaa gatcctcctg ctgcaggcgt acaggtttca 
7321 cgcatgtgtg ctgcagctcc catttcatca gcaagtttgg aagaacccca catttttcct 
7381 gcgcgtcatc tctgacacgg cctccctctg ctactccatc ctgaaagcca agaacgcagg 
7441 gatgtcgctg ggggccaagg gcgccgccgg ccctctgccc tccgaggccg tgcagtggct 
7501 gtgccaccaa gcattcctgc tcaagctgac tcgacaccgt gtcacctacg tgccactcct 
7561 ggggtcactc aggacagccc agacgcagct gagtcggaag ctcccgggga cgacgctgac 
7621 tgccctggag gccgcagcca acccggcact gccctcagac ttcaagacca tcctggactg 
7681 atctagag 
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